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^ (54) Title: METHODS OF IDENTIFYING COMPOUNDS THAT MODULATE PROTEIN ACTIVITY 

o 

j2 (57) Abstract: Methods of identifying compounds that modulate target polypeptide activity, where a test compound is combined 
with a target polypeptide and a substrate of the target polypeptide and where a determination is made as to whether the test compound 
modulates activity of the target polypeptide. The test compounds could be small molecule drugs used for treatment of obestiy, 

^ diabetes, insulin resistance, and for enhancement of insulin secretion. Target polypeptides and their corresponding nucleic acids as 

^ well as their variants are also disclosed. 
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METHODS OF IDENTIFYING COMPOUNDS THAT MODULATE 

PROTEIN ACTIVITY 

TECHNICAL FIELD . 

5 The present invention relates to novel polypeptides that are targets of small molecule 

drugs and that have properties related to stimulation of biochemical or physiological . 
responses in a cell, a tissue, an organ or an organism. More particularly, the novel 
polypeptides are gene products of novel genes, or are specified biologically active fragments 
or derivatives thereof Methods of use encompass screening, diagnostic, and prognostic 

10 assay procedures as well as methods of treating diverse pathological conditions. 
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BACKGROUND 

Obesity and diabetes are major public health concerns in the developed and 
developing world. It is estimated that over half of the adult US population is overweight 
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This includes those with a body mass index (BMJ) greater than the upper limit of normal 
(25) where the BMI is defined as the weight (Kg) / [height (m)] 2 . A common consequence . 
of being overweight is hyperlipidemia and the development of insulin resistance. This is 
followed by the development of hyperglycemia, a hallmark of Type II diabetes. Left 
5 untreated, the hyperglycemia leads to microvascular disease and end organ damage that 
includes retinopathy, renal disease, cardiac disease, peripheral neuropathy and peripheral 
. vascular compromise. Currently, over 16 million adults in the US are affected by Type II 
diabetes and the condition has now become rampant among school-age children as a 
consequence of the epidemic of obesity in that age group. 
1 0 Diabetes mellitus is a disorder in which blood levels of gjucose (a simple sugar) are 

abnormally high because the body doesn't release or respond to insulin adequately. 
Blood sugar (glucose) levels vary throughout the day, rising after a meal and returning to 
normal within 2 hours. Blood sugar levels are normally between 70 and 110 milligrams per 
deciliter (mg/dL) of blood in the morning after an overnight fast They are usually lower than 
1 5 120 to 140 mg/dL 2 hours after eating foods or drinking liquids containing sugar or other 
carbohydrates. ^ 

Insulin, a hormone released from the pancreas, is the primary substance responsible 
for maintaining appropriate blood sugar levels. Insulin allows glucose to be transported into 
cells so that they can produce energy or store glucose-derived enrgy until it's needed. The 
20 rise in blood sugar levels after eating or drinking stimulates the pancreas to produce insulin, 
preventing a greater rise in blood sugar levels and causing them to fall gradually. Because 
muscles use glucose for energy, blood sugar levels can also fall during physical activity. 

Diabetes results whoa the body doesnt produce enough insulin to maintain normal 
blood sugar levels or when cells dont respond appropriately to insulin. In type II diabetes 
25 mellitus, the pancreas continues to manufacture insulin, sometimes even at higher than 
normal levels. However, the body develops resistance to its effects, resulting in a relative 
insulin deficiency. 

The main goal of diabetes treatment is to keep blood sugar levels within the normal 
range as much as possible. Completely normal levels are difficult to maintain, but the more 
30 closely they can be kept within the normal range, the less likely that temporary or long-term 
complications will develop. 

Therefore, a therapeutic that decreases insulin resistance and/or enhances insulin 
secretion would be beneficial in treatment of obesity and/or diabetes. Additionally, such a 
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therapeutic would be beneficial in treatment of insulin resistance, a condition that often leads 
to the development of diabetes. 

In order to treat diseases, pathologies and other abnormal states or conditions in 
which a mammalian organism has been diagnosed as being, or as being at risk for becoming, 
5 other than in a normal state or condition, it is important to identify new therapeutic agents. 

Eukaryotic cells are characterized by biochemical and physiological processes which 
under normal conditions are exquisitely balanced to achieve the preservation and 
propagation of the cells. When such cells are components of multicellular organisms such as 
vertebrates, or more particularly organisms such as mammals, the regulation of the 

10 biochemical and physiological processes involves intricate signaling pathways. Frequently, 
such signaling pathways involve extracellular signaling proteins, cellular receptors that bind 
the signaling proteins and signal transducing components located within the cells. 

Signaling proteins may be classified as endocrine effectors, paracrine effectors or 
autocrine effectors. Endocrine effectors are signaling molecules secreted by a given organ 

15 into the circulatory system, which are then transported to a distant target organ or tissue. The 
target cells include the receptors for the endocrine effector, and when the endocrine effector 
binds, a signaling cascade is induced. Paracrine effectors involve secreting cells and 
receptor cells in close proximity to each other, for example two different classes of cells in 
the same tissue or organ. One class of cells secretes the paracrine effector, which then 

20 reaches the second class of cells, for example by diffusion through the extracellular fluid. 
The second class of cells contains the receptors for the paracrine effector; binding of the 
effector results in induction of the signaling cascade that elicits the corresponding 
biochemical or physiological effect. Autocrine effectors are highly analogous to paracrine 
effectors, except that the same cell type that secretes the autocrine effector also contains the 

25 receptor. Thus the autocrine effector binds to receptors on the same cell, or on identical 
neighboring cells. The binding process then elicits the characteristic biochemical or 
physiological effect 

Signaling processes may elicit a variety of effects on cells and tissues including by 
way of nonlimiting example induction of cell or tissue proliferation, suppression of growth 
30 or proliferation, induction of differentiation or maturation of a cell or tissue, and suppression 
of differentiation or maturation of a cell or tissue. 

Many pathological conditions involve dysregulation of expression of important 
effector proteins, hi certain classes of pathologies the dysregulation is manifested as 
diminished or suppressed level of synthesis and secretion of protein effectors. In other 
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classes of pathologies the dysregulation is manifested as increased or up-regulated level of 
synthesis and secretion of protein effectors. In a clinical setting a subject may be suspected 
of suffering from a condition brought on by altered or mis-regulated levels of a protein 
effector of interest Therefore there is a need to assay for the level of the protein effector of 
5 interest in a biological sample from such a subject, and to compare the level with that 
characteristic of a nonpathological condition. There also is a need to provide the protein 
effector as a product of manufacture. Administration of the effector to a subject in need 
thereof is useful in treatment of the pathological condition. Accordingly, there is a need for a 
method of treatment of a pathological condition brought on by a diminished or suppressed 

10 levels of die protein effector of interest In addition, there is a need for a method of 

treatment of a pathological condition brought on by a increased or up-regulated levels of the 
protein effector of interest 

Small molecule targets have been implicated in various disease states or pathologies. 
These targets may be proteins, and particularly enzymatic proteins, which axe acted upon by 

15 small molecule drags for the purpose of altering target function and achieving a desired 
result Cellular, animal and clinical studies can be performed to elucidate the genetic 
contribution to the etiology and pathogenesis of conditions in which small molecule targets 
are implicated in a variety of physiologic, pharmacologic or native states. These studies 
utilize die core technologies at CuraGen Corporation to look at differential gene expression, 

20 protein-protein interactions, large-scale sequencing of expressed genes and the association of 
genetic variations such as, but not limited to, single nucleotide polymorphisms (SNPs) or 
splice variants in and between biological samples from experimental and control groups. 
The goal of such studies is to identify potential avenues for therapeutic intervention in order 
to prevent, treat the consequences or cure the conditions. 

25 In order to treat diseases, pathologies and other abnormal states or conditions in 

which a mammalian organism has been diagnosed as being, or as being at risk for becoming, 
other than in a normal state or condition, it is important to identify new therapeutic agents. 
Such a procedure includes at least the steps of identifying a target component within an 
affected tissue or organ, and identifying a candidate therapeutic agent that modulates the 

30 functional attributes of the target The target component may be any biological 
macromolecule implicated in the disease or pathology. Commonly the target is a 
polypeptide or protein with specific functional attributes. Other classes of macromolecule 
may be a nucleic acid, a polysaccharide, a lipid such as a complex lipid or a glycolipid; in 
addition a target may be a sub-cellular structure or extra-cellular structure that is comprised 
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of more than one of these classes of macromolecule. Once such a target has been identified, 
it may be employed in a screening assay in order to identify favorable candidate therapeutic 
agents from among a large population of substances or compounds. 

In many cases the objective of such screening assays is to identify small molecule 

> candidates; this is commonly approached by the use of combinatorial methodologies to 
develop the population of substances to be tested. The implementation of high throughput 
screening methodologies is advantageous when working with large, combinatorial libraries 
of compounds. 
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SUMMARY OF THE INVENTION 



The invention includes nucleic acid sequences and the novel polypeptides they 
encode. The novel nucleic acids and polypeptides are referred to herein as NOVX, or 
NOV1, NOV2, NOV3, etc, nucleic acids and polypeptides. These nucleic acids and 

15 polypeptides, as well as derivatives, homologs, analogs and fragments thereof; will 
hereinafter be collectively designated as "NOVX" nucleic acid, which represents the 
nucleotide sequence selected from the group consisting of SEQ ID NO: 2n-l, wherein n is 
an integer between 1 and 85, or polypeptide sequences, which represents the group 
consisting of SEQ ID NO: 2n, wherein n is an integer between 1 and 85. 

20 In one aspect, the invention provides an isolated polypeptide comprising a mature 

form of a NOVX amino arid. One example is a variant of a mature form of a NOVX amino 
acid sequence, wherein any amino acid in the mature form is changed to a different amino 
acid, provided that no more than 15% of the amino acid residues in the sequence of the 
mature form are so changed. The amino acid can be, for example, a NOVX amino acid 

25 sequence or a variant of a NOVX amino acid sequence, wherein any amino acid specified in 
the chosen sequence is changed to a different amino acid, provided that no more than 15% of 
the amino acid residues in die sequence are so changed. The invention also includes 
fragments of any of these. In another aspect, the invention also includes an isolated nucleic 
acid that encodes a NOVX polypeptide, or a fragment, homolog, analog or derivative 

30 thereof. 

Also included in the invention is a NOVX polypeptide that is a naturally occurring 
allelic variant of a NOVX sequence. In one embodiment, the allelic variant includes an 
amino acid sequence that is the translation of a nucleic acid sequence differing by a single 
nucleotide from a NOVX nucleic acid sequence. In another embodiment, the NOVX 
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ofboth CuraGen Corporation proprietary yeast strains N106 1 and YULH (U. S. Patents 

6,057,101 and 6,083,693). 

OTHER EMBODIMENTS 

5 While the invention has been described in conjunction with the detailed description 

thereof the foregoing description is intended to illustrate and not limit the scope of the 
invention, which is defined by the scope of the appended claims. Other aspects, advantages, 
and modifications are within the scope of the following claims. 
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polypeptide is a variant polypeptide described therein, wherein any amino acid specified in 
the chosen sequence is changed to provide a conservative substitution- In one embodiment, 
tiie invention discloses a method for determining the presence or amount of the NOVX 
polypeptide in a sample. The method involves the steps of: providing a sample; introducing 
5 the sample to an antibody that binds immunospecifically to the polypeptide; and detennining 
the presence or amount of antibody bound to the NOVX polypeptide, thereby determining 
• the presence or amount of theNOVX polypeptide in the sample. In another embodiment, the 
invention provides a method for detennining the presence of or predisposition to a disease 
associated with altered levels of a NOVX polypeptide in a mammalian subject. This method 
10 involves the steps of: measuring the level of expression of the polypeptide in a sample from 
the first mammalian subject; and comparing the amount of the polypeptide in the sample of 
the first step to the amount of the polypeptide present in a control sample from a second 
mammalian subject known not to have, or not to be predisposed to, the disease, wherein an 
alteration in the expression level of the polypeptide in fee first subject as compared to the 
1 5 control sample indicates the presence of or predisposition to the disease. 

In a further embodiment, the invention includes a method of identifying an agent that 
modulates a NOVX polypeptide. This method involves the steps of: introducing the 
polypeptide to the agent; and detennining whether the agent binds to the polypeptide. In 
various embodiments, the agent is a cellular receptor or a downstream effector. 
20 In another aspect, the invention provides a method for identifying a potential 

therapeutic agent for use in treatment of a pathology, wherein the pathology is related to 
aberrant expression or aberrant physiological interactions of a NOVX polypeptide. The 
method involves the steps of: providing a cell expressing the NOVX polypeptide and having 
a property or function ascribable to the polypeptide; contacting the cell with a composition 
25 comprising a candidate substance; and determining whether the substance alters the property 
or function ascribable to die polypeptide; whereby, if an alteration observed in the presence 
of the substance is not observed when the cell is contacted with a composition devoid of the 
substance, the substance is identified as a potential therapeutic agent In another aspect, the 
invention describes a method for screening for a modulator of activity or of latency or 
30 predisposition to a pathology associated with the NOVX polypeptide. This method involves 
the following steps: administering a test compound to a test animal at increased ride for a 
pathology associated with the NOVX polypeptide, wherein the test animal recombinantly 
expresses the NOVX polypeptide. This method involves the steps of measuring the activity 
of the NOVX polypeptide in the test animal after administering the compound of step; and 
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comparing the activity of the protein in the test animal with the activity of the NOVX 
polypeptide in a control animal not administered the polypeptide, wherein a change in the 
activity of the NOVX polypeptide in the test animal relative to the control animal indicates 
that the test compound is a modulator of latency o£ or predisposition to, a pathology 
5 associated with the NOVX polypeptide. In one embodiment, the test animal is a 

recombinant test animal that expresses a test protein transgene or expresses the transgene 
under the control of a promoter at an increased level relative to a wild-type test animal, and 
wherein the promoter is not the native gene promoter of the transgene. In another aspect, the 
invention includes a method for modulating the activity of the NOVX polypeptide, the 
10 method comprising introducing a cell sample expressing the NOVX polypeptide with a 
compound that binds to the polypeptide in an amount sufficient to modulate the activity of 
the polypeptide. 

In order to treat diseases, pathologies and other abnormal states or conditions in 
which a mammalian organism has been diagnosed as being, or as being at risk for becoming, 
1 5 other than in a normal state or condition, it is important to identify new therapeutic agents. 
Such a procedure includes at least the steps of identifying a target component within an 
affected tissue or organ, and identifying a candidate therapeutic agent that modulates the 
functional attributes of the target The target component may be any biological 
macromolecule implicated in the disease or pathology. Commonly the target is a 
20 polypeptide or protein with specific functional attributes. Other classes of macromolecule 
may be a nucleic acid, a polysaccharide, a lipid such as a complex lipid or a glycolipid; in 
addition a target may be a sub-cellular structure or extra-cellular structure that is comprised 
of more than one of these classes of macromolecule. Once such a target has been identified, 
it may be employed in a screening assay in order to identify favorable candidate therapeutic 
25 agents from among a large population of substances or compounds. 

In many cases the purpose of such screening assays is to identify small molecule 
candidates; this is commonly approached by the use of combinatorial methodologies to 
develop the population of substances to be tested. The implementation of high throughput 
screening methodologies is advantageous when working with large, combinatorial libraries 
30 of compounds. 

It is a purpose of this invention to provide cell lines that recombinantly or 
endogenously express the target biopolymer or an isolated target biopolymer that is intended 
to serve as the macromolecular component in a screening assay for identifying candidate 
pharmaceutical agents. 
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It is another purpose of the present invention to provide screening assays that 
positively identify candidate pharmaceutical agents from among a combinatorial library of 
low molecular weight substances or compounds. 

It is still a further aspect of this invention to employ the candidate pharmaceutical 
5 agents in any of a variety of in vitro, ex vivo and in vivo assays in order to identify 
pharmaceutical agents with advantageous therapeutic applications in the treatment of a 
disease, pathology, or abnormal state or condition in a mammal. 

hi another aspect, the present invention provides a method of identifying a test 
compound as a candidate therapeutic agent, for treating a disease, pathology, or an abnormal 
10 state or condition using a target polypeptide (NOVX) having a specific association with the 
disease. This method includes: 

(a) combining a test compound with a target polypeptide and a substrate of the target 
polypeptide; and 

(b) determining whether the test compound modulates the activity of the target 
15 polypeptide. 

In one embodiment of this method, the chemical compound is a member of a 
combinatorial library of compounds; the combining in step (a) is conducted on one or more 
replicate samples ofthe biopolymer; and Are replicate sample is contacted with at least one 
member of the combinatorial library. In additional embodiments of this method, the 
20 biopolymer is included within a cell and is functionally expressed therein. In still a further 
embodiment, the binding ofthe compound modulates the function ofthe biopolymer, and it 
is the modulation that provides the identification that the compound is a potential therapeutic 
agent In yet further embodiments of this method, the target biopolymer is a polypeptide. 
As used herein, a "substrate" includes any compound capable of binding to or 
25 interacting with a target polypeptide, including but not limited to a peptide, a polypeptide, a 
nucleic acid, a carbohydrate moiety, a lipid, a small molecule (e^., cyclic AMP, ATP), an 
agonist, an antagonist, and an inhibitor. 

In another aspect ofthe invention, a method for identifying a pharmaceutical agent 
for treating a disease, pathology, or an abnormal state or condition is provided The method 
30 includes the steps of: 

(1) identifying a candidate therapeutic agent for treating said disease, pathology, 
or abnormal state or condition by the method described in the preceding 
paragraphs; 
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(2) contacting a biological sample associated with the disease, pathology, or 
abnormal state or condition with die candidate therapeutic agent; 

(3) determining whether the candidate induces an effect on the biological sample 
associated with a therapeutic response therein; and 

5 (4) identifying a candidate exerting such an effect as a pharmaceutical agent 

hot significant embodiments of the method, the biological sample includes a cell, a 
tissue or organ, or is a nonhuman mammal. 

Several cellular, animal and clinical studies were performed to elucidate the genetic 
contribution to the etiology and pathogenesis of these conditions in a variety of physiologic, 
10 pharmacologic or native states. These studies utilized the core technologies at CuraGen 
Corporation to look at differential gene expression, protein-protein interactions, large-scale 
sequencing of expressed genes and the association of genetic variations such as, but not 
limited to, single nucleotide polymorphisms (SNPs) or splice variants in and between 
biological samples from experimental and control groups. The goal of such studies is to 
1 5 identify various therapeutic interventions in order to prevent, treat the consequences or cure 
the conditions of obesity and/or diabetes. 

The present invention discloses novel associations of proteins and polypeptides and 
the nucleic acids that encode them with various diseases or pathologies. The proteins and 
* related proteins that are similar to them, are encoded by a cDNA and/or by genomic DMA. 
20 The proteins, polypeptides and their cognate nucleic adds were identified by the inventors in 
certain cases. Additionally, the current invention embodies the use of recombinantly 
expressed and/or endogenously expressed protein in various screens to identify therapeutic 
antibodies and/or therapeutic small molecules which modulate activity of the disclosed 
NOVX polypeptides. i 
25 The invention also includes an isolated nucleic acid that encodes a NOVX 

polypeptide, or a fragment, homolog, analog or derivative thereof In a preferred 
embodiment, the nucleic acid molecule comprises the nucleotide sequence of a naturally 
occurring allelic nucleic acid variant to another embodiment, the nucleic acid encodes a 
variant polypeptide, wherein the variant polypeptide has the polypeptide sequence of a 
30 naturally occurring polypeptide variant In another embodiment, the nucleic acid molecule 
differs by a single nucleotide from a NOVX nucleic acid sequence. In one embodiment, the 
. NOVX nucleic acid molecule hybridizes undo: stringent conditions to the nucleotide 
sequence selected from the group consisting of SEQ ID NO: 2n-l, wherein n is an integer 
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between 1 and 85, or a complement of the nucleotide sequence. In another aspect, the 
invention provides a vector or a cell expressing a NOVX nucleotide sequence. 

In one embodiment, the invention discloses a method for modulating the activity of a 
NOVX polypeptide. The method includes the steps of: introducing a cell sample expressing 
5 the NOVX polypeptide with a compound that binds to the polypeptide in an amount 

sufficient to modulate the activity of the polypeptide. In another embodiment, the invention 
includes an isolated NOVX nucleic acid molecule comprising a nucleic acid sequence 
encoding a polypeptide comprising a NOVX amino acid sequence or a variant of a mature 
form of the NOVX amino acid sequence, wherein any amino acid in the mature form of the 

10 chosen sequence is changed to a different amino acid, provided that no more than 15% of the 
amino acid residues in the sequence of the mature form are so changed. In another 
embodiment, the invention includes an amino acid sequence that is a variant of the NOVX 
amino acid sequence, in which any amino acid specified in the chosen sequence is changed 
to a different amino acid, provided that no more than 15% of the amino acid residues in the 

15 sequence are so changed. 

In one embodiment, the invention discloses a NOVX nucleic acid fragment encoding 
at least a portion of a NOVX polypeptide or any variant of the polypeptide* wherein any 
amino acid of the chosen sequence is changed to a different amino acid, provided that no 
more than 10% of the amino acid residues in the sequence are so changed. In another 

20 embodiment, the invention includes the complement of any of the NOVX nucleic acid 

molecules or a naturally occurring allelic nucleic acid variant. In another embodiment, the 
invention discloses a NOVX nucleic acid molecule that encodes a variant polypeptide, 
wherein the variant polypeptide has fee polypeptide sequence of a naturally occurring 
polypeptide variant In another embodiment, the invention discloses a NOVX nucleic acid, 

25 wherein the nucleic acid molecule differs by a single nucleotide from a NOVX nucleic acid 
sequence. o 

In another aspect, the invention includes a NOVX nucleic acid, wherein one or more 
nucleotides in the NOVX nucleotide sequence is changed to a different nucleotide provided 
that no more than 15% of the nucleotides are so changed. In one embodiment, the invention 

30 discloses a nucleic acid fragment of the NOVX nucleotide sequence and a nucleic acid 
fragment wherein one or more nucleotides in the NOVX nucleotide sequence is changed 
from that selected from the group consisting of the chosen sequence to a different nucleotide 
provided feat no more than 15% of the nucleotides are so changed. In another embodiment, 
the invention includes a nucleic acid molecule wherein the nucleic acid molecule hybridizes 



11 



WO 2004/013347 PCT/US2003/024504 
under stringent conditions to a NOVX nucleotide sequence or a complement of the NOVX 
nucleotide sequence. In one embodiment, the invention includes a nucleic add molecule, 
wherein the sequence is changed such that no more than 15% of the nucleotides in the coding 
sequence differ from the NOVX nucleotide sequence or a fragment thereof 
5 In a further aspect, the invention includes a method for determining the presence or 

amount of the NOVX nucleic acid in a sample. The method involves the steps of: providing 
the sample; introducing the sample to a probe that binds to the nucleic acid molecule; and 
determining the presence or amount of the probe bound to the NOVX nucleic acid molecule, 
thereby determining the presence or amount of the NOVX nucleic acid molecule in the 
10 sample. In one embodiment, the presence or amount of the nucleic acid molecule is used as 
a marker for cell or tissue type. 

In another aspect, the invention discloses a method for determining the presence of or 
predisposition to a disease associated with altered levels of the NOVX nucleic acid molecule 
of in a first mammalian subject The method involves the steps of. measuring the amount of 
15 NOVX nucleic acid in a sample from the first mammalian subject; and comparing the 
amount of the nucleic add in the sample of step (a) to the amount of NOVX nucleic acid 
present ip a control sample from a second mammalian subj ect known not to have or not be 
predisposed to, the disease; wherein an alteration in the level of the nucleic acid in the first 
subject as compared to the control sample indicates the presence of or predisposition to the 
20 disease. 

Unless otherwise defined, all technical and scientific terms used herein have the same 
meaning as commonly understood by one of ordinary skill in the art to which this invention 
belongs. Although methods and materials similar or equivalent to those described herein can 
be used in the practice or testing of the present invention, suitable methods and materials are 

25 described below. 

All publications, patent applications, patents, and other references mentioned herein 
are incorporated by reference in their entirety. In the case of conflict, the present 
specification, including definitions, will control. In addition, the materials, methods, and 
examples are illustrative only and not intended to be limiting. 

30 Other features and advantages of the invention will be apparent from the following detailed 
description and claims. 
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BRIEF DESCRIPTION OF THE FIGURES 



Figure 1 is a schematic diagram of the non-oxidative stage of the pentose phosphate pathway 
indicating the function of transketolase in the pathway. 

Figure 2 is a schematic diagram illustrating the roles of SREBP-iegulated genes during 
S excess citrate production. 

Figure 3 is a schematic diagram illustrating representative pathways relevant to the etiology 
and pathogenesis of obesity and/or diabetes. 

Figure 4 is a schematic diagram illustrating the pyruvate sythesis pathway. 

DETAILED DESCRIPTION OF THE INVENTION 

10 The present invention provides novel nucleotides and polypeptides encoded thereby. 

Included in the invention are the novel nucleic acid sequences, their encoded polypeptides, 
antibodies, and other related compounds. The sequences are collectively referred to herein 
as "NOVX nucleic acids" or "NOVX polynucleotides" and the corresponding encoded 
polypeptides are referred to as "NOVX polypeptides" or "NOVX proteins." Unless indicated 

15 otherwise, "NOVX" is meant to refer to any of the novel sequences disclosed herein. Table 
1 provides a summary of the NOVX nucleic acids and their encoded polypeptides. 



TABLE 1. Sequences and Corresponding SEQ ID Numbers 



NOVX 
Assignment 


Internal 
Identification 


SEQID 

NO 
(nucleic 

acid) 


SEQID 

NO 
(amino 

acid) 


Homology 


NOVla 


CG101 190-01 


1 ; 


2 


Phosphoenolpyravale carboxykinase, 
cytosolic [GTP] (EC 4.1.1.32) 
(Phosphoenolpyruvate carboxylase) 
(PEPCK-Q - Homo sapiens 


NOVlb 


278992806 


3 


4 


Phosphoenolpyruvate carboxykinase, 
cytosolic [GTP] (EC 4.1.1.32) 
(Phosphoenolpyruvate carboxylase) 
(PEPCK-Q - Homo sapiens 


NOVlc 


278992862 


5 


6 


Phosphoenolpyruvate carboxykinase, 
cytosolic [GTP] (EC 4.1.132) 
(Phosphoenolpyruvate carboxylase) 
(PEPCK-C) - Homo sapiens 


NOV2a 


CG175387-01 


7 


8 


Transketolase (EC 2.2.1.1) (TK) - Homo 
sapiens 


NOV2b 


CG175387-03 


9 


10 


Transketolase (EC 2.2.1.1) (TK) - Homo 
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sapiens 


NOV2c 


267254044 


11 


12 


Transketolase (EC 2.2.1.1) (TK) - Homo 
sapiens 


NOV2d 


CG175387-02 


13 


14 


Transketolase (EC 2.2.1.1) (TK) - Homo 
sapiens 


NOV2e 


CG175387-04 


15 


16 


Transketolase (EC 2.2.1.1) (TK) - Homo 
sapiens 


NOV3a 


CGI 80320-01 


17 


18 


Hypothetical protein FLJ23378 - Homo 
sapiens 


NOV3b 


CG180320-02 


19 


20 


Hypothetical protein FLI23378 - Homo 
sapiens 


NOV3c 


CG180320-03 


21 


22 


Hypothetical protein FLI23378 - Homo 
sapiens 


NOV3d 


CGI 80320-04 


23 


24 


Hypothetical protein FLJ23378 - Homo 
sapiens 


NOV3e 


305263028 


25 


26 


Hypothetical protein FLJ23378 - Homo 
sapiens 


NOV3f 


CGI 80320-05 


27 


28 


Hypothetical protein FLJ23378 - Homo 
sapiens 


NOV4a 


CG181387-01 


29 


30 


3-ketoacyl-CoA thiolase, mitochondrial 
(EC 2.3.1.16) (Beta- ketothiolase) 
(Acetyl-CoA acyltransferase) 
(Mitochondrial 3-oxoacyl- CoA thiolase) 
(Tl) - Homo sapiens 


NOV4b 


282274427 


31 


32 


3-ketoacyl-CoA thiolase, mitochondrial 
(EC 23.1.16) (Beta- ketothiolase) 
(Acetyl-CoA acyltransferase) 
(Mitochondrial 3-oxoacyl- CoA thiolase) 
(Tl) - Homo sapiens 


NOV4c 


CGI 81387-02 


33 


34 


3-ketoacyl-CoA thiolase, mitochondrial 
(EC 2.3.1.16) (Beta- ketothiolase) 
(Acetyl-CoA acyltransferase) 
(Mitochondrial 3-oxoacyl- CoA thiolase) 
(Tl) - Homo sapiens 


NOV4d 


306268235 


35 


36 


3-ketoacyl-CoA thiolase, mitochondrial 
(EC 2.3.1.16) (Beta- ketothiolase) 
(Acetyl-CoA acyltransferase) 1 
(Mitochondrial 3-oxoacyl- CoA thiolase) 
(Tl) - Homo sapiens 


NOV4e 


CG181387-03 


37 


38 


3-ketoacyl-CoA thiolase, mitochondrial 
(EC 2.3.1.16) (Beta- ketothiolase) 
(Acetyl-CoA acyltransferase) 
(Mitochondrial 3-oxoacyl- CoA thiolase) 
(Tl) - Homo sapiens 


NOV4f 


CG181387-04 


39 


40 | 


3-ketoacyl-CoA thiolase, mitochondrial 
(EC 2.3.1.16) (Beta- ketothiolase) 
[Acetyl-CoA acyltransferase) 
(Mitochondrial 3-oxoacyl- CoA thiolase) 
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(Tl) - Homo sapiens 


NOV4g 


CG181387-05 


41 


42 


3-ketoacyl-CoA thiolase, mitochondrial 
(EC 23.1.16) (Beta- ketothiolase) 
(Acetyl-CoA acyltransferase) 
(Mitochondrial 3-oxoacyl- CoA thiolase) 
(Tl)- Homo sapiens 


NOV4h 


CG181387-06 


43 


44 


3-ketoacyl-CoA thiolase, mitochondrial 
(EC 23.1 .16) (Beta- ketothiolase) 
(Acetyl-CoA acyltransferase) 
^ivii locnonuii ai j-oxoacyi- i^o/v tnioiasej 
(Tl) - Homo sapiens 


NOV5a 


CG186640-02 


45 


46 


ohosDhoelYcerate mutase fEC 5.4.2 1^ M 


NOV5b 


311980359 


47 


48 


Dhosohoelvcerate mutase fEC 5 4-2 l^M 


NOV5c 


CG186640-01 


49 


50 


DhosDhoelvcerate mutase fEC 5 4 2 1^ M 


NOV5d 


CG186640-03 


51 


52 


phosphoglycerate mutase (EC 5.4.2.1) M 


NOV5e 


CG186640-04 


53 


54 


phosphoglycerate mutase (EC 5A2.1) M 


NOV6a 


CG58655-01 


55 


56 


Adenosine Al receptor - Homo sapiens 


NOV6b 


268368558 


57 


58 


Adenosine Al receptor - Homo sapiens 


NOV7a 


CG96859-03 


59 


60 


Hydroxymethylglutaryl-CoA lya?e, 
mitochondrial precursor (EC 4.1 3.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3- 
methylgJutarate-CoA lyase) - Homo 
sapiens 


NOV7b 


223317153 


61 

< 


62 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.1.3.4) 
(HMG-CoA lyase) (HL) (3-hydn>xy-3- 
methylglutarate-CoA lyase) - Homo 
sapiens 


NOV7c 


CG96859-01 


63 


64 


Hydroxymethylglutaryl-CoA lyase, | 
mitochondrial precursor (EC 4.1 3.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3- 
methyl glutarate-Co A lyase) - Homo 
sapiens 


NOV7d 


CG96859-02 


65 


66 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.13.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3~ 
methylghitarate-CoA lyase) - Homo 
sapiens 


NOV7e 


CG96859-04 


67 


68 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.13.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3- 
methylglutarate-CoA lyase) - Homo 
sapiens 


NOV7f 


CG96859-05 


69 


70 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.1.3.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3- 
methyighitarate-CoA lyase) - Homo 
sapiens 
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NOV7g 


CG96859-06 


71 | 


72 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.1.3.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3- 
methylglutarate-CoA lyase) - Homo 
sapiens 


NOV7h 


CG96859-07 


73 


74 


Hydroxymethylghitaryl-CoA lyase, 
mitochondrial precursor (EC 4.1.3.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3- 
methylglutarate-CoA lyase) - Homo 
sapiens 


NOV7i 


CG96859-08 


75 


76 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.1.3.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3- 
methylglutarate-CoA lyase) - Homo 
sapiens 


NOV7j 


CG96859-09 


77 


78 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.13.4) 
(HMG-CoA lyase) (HL) (3-hydroxy-3- 
methylglutarate-GoA lyase) - Homo 
sapiens 



Table 1 indicates the homology of NOVX polypeptides to known protein families. 
Thus, the nucleic acids and polypeptides, antibodies and related compounds according to the 
invention corresponding to a NOVX as identified in column 1 of Table 1 will be useful in 
therapeutic and diagnostic applications implicated in, for example, pathologies and disorders 
associated with the known protein families identified in column 5 of Table 1 . 



Pathologies, diseases, disorders and condition and the like that are associated with 
NOVX sequences include, but are not limited to, e.g. y cardiomyopathy, atherosclerosis, 
hypertension, congenital heart defects, aortic stenosis, atrial septal defect (ASD), 
atrioventricular (A-V) canal defect, ductus arteriosus, pulmonary stenosis, subaortic stenosis, 
ventricular septal defect (VSD), valve diseases, tuberous sclerosis, scleroderma, obesity, 
metabolic disturbances associated with obesity, transplantation, adrenoleukodystrophy, 
congenital adrenal hyperplasia, prostate cancer, diabetes, metabolic disorders, neoplasm; 
adenocarcinoma, lymphoma, uterus cancer, fertility, hemophilia, hypercoagulation, 
idiopathic thrombocytopenic purpura, immunodeficiencies, graft versus host disease, AIDS, 
bronchial asthma, Crohn's disease; multiple sclerosis, treatment of Albright Hereditary 

i 

Ostoeodystrophy, infectious disease, anorexia, cancer-associated cachexia, cancer, 
neurodegenerative disorders, Alzheimer's Disease, Parkinson's Disorder, immune disorders, 
hematopoietic disorders, and the various dyslipidemias, the metabolic syndrome X and 
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wasting disorders associated with chronic diseases and various cancers, as well as conditions 
such as transplantation and fertility. 



NOVX nucleic acids and their encoded polypeptides are useful in a variety of 
5 applications and contexts. The various NOVX nucleic acids and polypeptides according to 
the invention are useful as novel members of the protein families according to the presence 
of domains and sequence relatedness to previously described proteins. Additionally, NOVX 
nucleic acids and polypeptides can also be used to identify proteins that are members of the 
family to which the NOVX polypeptides belong. 

10 

Consistent with other known members of the family of proteins, identified in column 
. 5 of Table 1, the NOVX polypeptides of the present invention show homology to, and 
contain domains that are characteristic of, other members of such protein families. Details of 
the sequence relatedness and domain analysis for each NOVX are presented in Examples for 
15 identification of human sequence in individual sections for each NOVX polypeptide. 

The NOVX nucleic acids and polypeptides can also be used to screen for molecules, 
which inhibit or enhance NOVX activity or function. Specifically, the nucleic acids and 
polypeptides according to the invention may be used as targets for the identification of small 
20 molecules that modulate or inhibit diseases associated with the protein families listed in 
Table 1. 

The NOVX nucleic acids and polypeptides are also useful for detecting specific cell types. 
Details of the expression analysis for each NOVX are Examples showing expression profiles 
in 

25 individual sections for each NOVX polypeptide. Accordingly, the NOVX nucleic acids, 
polypeptides, antibodies and related compounds according to the invention will have 
diagnostic and therapeutic applications in the detection of a variety of diseases with 
differential expression in normal vs. diseased tissues, eg., detection of a variety of cancers. 
SNP analysis for each NOVX, if applicable, is presented in SNP Examples in individual 

30 sections for each NOVX polypeptide. 

Additional utilities for NOVX nucleic acids and polypeptides according to the 
invention are disclosed herein. 
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NOVX nucleic acids and their encoded polypeptides are useful in a variety of applications 
and contexts. The various NOVX nucleic acids and polypeptides according to the invention 
are useful as novel members of the protein families according to the presence of domains and 
5 sequence relatedness to previously described proteins. Additionally, NOVX nucleic acids 
and polypeptides can also be used to identify proteins that are members of the family to 
which the NOVX polypeptides belong. 

The NOVX genes and their corresponding encoded proteins are useful for preventing, 
treating or ameliorating medical conditions, e.&, by protein or gene therapy. Pathological 
10 conditions can be diagnosed by determining the amount of the new protein in a sample or by 
determining the presence of mutations in the new genes. Specific uses are described for each 
of the NOVX genes, based on the tissues in which they are most highly expressed. Uses 
include developing products for the diagnosis or treatment of a variety of diseases and 
disorders. 

15 The NOVX nucleic acids and proteins of the invention are useful in potential diagnostic and 
therapeutic applications and as a research tool. These include serving as a specific or 
selective nucleic acid or protein diagnostic and/or prognostic marker, wherein the presence 
or amount of the nucleic add or the protein are to be assessed, as well as potential 
therapeutic applications such as the following: (i) a protein therapeutic, (ii) a small molecule 
20 drug target, (iii) an antibody target (therapeutic, diagnostic, drug targeting/cytotoxic 

antibody), (iv) a nucleic acid useful in gene therapy (gene delivery/gene ablation), and (v) a 
composition promoting tissue regeneration in vitro and in vivo (vi) a biological defense 
weapon. 

hi one specific embodiment, the invention includes an isolated polypeptide comprising an 
amino acid sequence selected from the group consisting of: (a) a mature form of the amino 
acid sequence selected from the group consisting of SEQ ID NO: 2n, wherein n is an integer 
between 1 and 85; (b) a variant of a mature form of the amino acid sequence selected from 
the group consisting of SEQ ID NO: 2n, wherein n is an integer between 1 and 85, wherein 
any amino acid in the mature form is changed to a different amino acid, provided that no 
more than 15% of the amino acid residues in the sequence of the mature form are so 
changed; (c) an amino acid sequence selected from the group consisting of SEQ ID NO: 2n, 
wherein n is an integer between 1 and 85; (d) a variant of the amino acid sequence selected 
from the group consisting of SEQ ID NO:2n, wherein n is an integer between I and 85 
wherein any amino acid specified in the chosen sequence is changed to a different amino 
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acid, provided that no more than 15% of the amino add residues in the sequence are so 
changed; and (e) a fragment of any of (a) through (d). 

In another specific embodiment, the invention includes an isolated nucleic acid molecule 
comprising a nucleic acid sequence encoding a polypeptide comprising an amino acid 

5 sequence selected from the group consisting of: (a) a mature form of the amino acid 

sequence given SEQ ID NO: 2n, wherein n is an integer between 1 and 85; (b) a variant of a 
mature form of the amino acid sequence selected from the group consisting of SEQ ID NO: 
2n, wherein n is an integer between 1 and 85 wherein any amino acid in the mature form of 
the chosen sequence is changed to a different amino acid, provided that no more than 1 5% of 

10 the amino acid residues in the sequence of the mature form are so changed; (c) the amino 
acid sequence selected from the group consisting of SEQ ID NO: 2n, wherein n is an integer 
between 1 and 85; (d) a variant of the amino acid sequence selected from the group 
consisting of SEQ ID NO: 2n, wherein n is an integer between 1 and 85, in which any amino 
acid specified in the chosen sequence is changed to a different amino acid, provided that no 

15 more than 1 5% of the amino acid residues in the sequence are so changed; (e) a nucleic acid 
fragment encoding at least a portion of a polypeptide comprising the amino acid sequence 
selected from the group consisting of SEQ ID NO: 2n, wherein n is an integer between 1 and 
85 or any variant of said polypeptide wherein any amino acid of the chosen sequence is 
changed to a different amino acid, provided that no more than 10% of the amino acid 

20 residues in the sequence are so changed; and (f) the complement of any of said nucleic acid 
molecules. 

In yet another specific embodiment, the invention includes an isolated nucleic acid molecule, 
wherein said nucleic acid molecule comprises a nucleotide sequence selected from the group 
consisting of: (a) the nucleotide sequence selected from the group consisting of SEQ ID 

25 NO: 2n-l, wherein n is an integer between 1 and 85; (b) a nucleotide sequence wherein one 
or more nucleotides in the nucleotide sequence selected from the group consisting of SEQ 
ID NO: 2n-l, wherein n is an integer between 1 and 85 is changed from that selected from 
the group consisting of the chosen sequence to a different nucleotide provided that no more 
than 15% of the nucleotides are so changed; (c) a nucleic acid fragment of the sequence 

30 selected from the group consisting of SEQ ID NO: 2n-l, wherein n is an integer between 1 
and 85; and (d) a nucleic acid fragment wherein one or more nucleotides in the nucleotide 
sequence selected from the group consisting of SEQ ID NO: 2n-l, wherein n is an integer 
between 1 and 85 is changed from that selected from the group consisting of the chosen 
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sequence to a different nucleotide provided that no more than 15% of the nucleotides are so 
changed. 



NOVX Nucleic Adds and Polypeptides 

One aspect of the invention pertains to isolated nucleic acid molecules that encode NOVX 
5 polypeptides or biologically active portions thereof Also included in the invention are 

nucleic acid fragments sufficient for use as hybridization probes to identify NOVX-encoding 
nucleic acids (e.g, NOVX mRNAs) and fragments for use as PCR primers for the 
amplification and/or mutation of NOVX nucleic acid molecules. As used herein, die term 
"nucleic acid molecule" is intended to include DNA molecules (eg., cDNA of genomic 
10 DNA), RNA molecules (eg., mRNA), analogs of the DNA or RNA generated using 
. nucleotide analogs, and derivatives, fragments and homofegs thereof. The nucleic acid 
molecule may be single-stranded or double^sttaaated, but psfcferably is comprised 
double-stranded DNA. 

A NOVX nucleic acid can encode a mat&re NOVX polypeptide. As used herein, a "mature** 

15 form of a polypeptide or protein disclosed in the present invention is the product of a 
naturally occurring polypeptide or precursor form ©r proprotein. The naturally occurring 
polypeptide, precursor or proprotein includes, by way of noniimiting example, the full-length 
gene product encoded by the corresponding gene. Alternatively, it may be defined as the 
polypeptide, precursor or proprotein encoded by an ORF described herein. The product 

20 "mature" form arises, by way of nonlimiting example, as a result of one or more naturally 
occurring processing steps that may take place within the cell (e.g., host cell) in which the 
gene product arises. Examples of such processing steps leading to a "mature" form of a 
polypeptide or protein include the cleavage of the N-terminal methionine residue encoded by 
the initiation codon of an ORF, or the proteolytic cleavage of a signal peptide or leader 

25 sequence. Thus a mature form arising from a precursor polypeptide or protein that has 
residues 1 to N, where residue 1 is the N-teminal methionine, would have residues 2 
through N remaining after removal of the N4erminal methionine. Alternatively, a mature 
form arising from a precursor polypeptide or protein having residues 1 to N, in which an 
N-terminal signal sequence from residue 1 to residue M is cleaved, would have the residues 

30 from residue M+l to residue N remaining. Further as used herein, a "mature" form of a 
polypeptide or protein may arise from a step of post-translational modification other than a 
proteolytic cleavage event Such additional processes include, by way of non-limiting 
example, gjycosylafion, myristylation or phosphorylation. In general, a mature polypeptide 
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or protein may result from die operation of only one of these processes, or a combination of 
any of them. 

The term "probe", as utilized herein, refers to nucleic acid sequences of variable length, 
preferably between at least about 10 nucleotides (nt), about 100 nt, or as many as 
5 approximately, e.g. 9 6,000 nt, depending upon the specific use. Probes are used in the 
detection of identical, similar, or complementary nucleic acid sequences. Longer length 
probes are generally obtained from a natural or recombinant source, are highly specific, and 
much slower to hybridize than shorter-length oligomer probes. Probes may be single- 
stranded or double-stranded and designed to have specificity in PCR, membrane-based 

10 hybridization technologies, or ELISA-like technologies. 

The term "isolated" nucleic acid molecule, as used herein, is a nucleic acid that is separated 
from other nucleic acid molecules which are present in the natural source of the nucleic acid. 
Preferably, an "isolated" nucleic acid is free of sequences which naturally flank the nucleic 
acid (Le. 9 sequences located at the 5'- and 3-termini of the nucleic acid) in the genomic DNA 

15 of the organism from which the nucleic acid is derived For example, in various 

embodiments, the isolated NOVX nucleic acid molecules can contain less than about 5 kb, 4 
kb, 3 kb, 2 kb, 1 kb, 0.5 kb or 0.1 kb of nucleotide sequences which naturally flank the 
nucleic acid molecule in genomic DNA of the cell/tissue from which the nucleic acid is 
derived (e.g. 9 brain, heart, liver, spleen, etc). Moreover, an "isolated" nucleic acid molecule, 

20 such as a cDNA molecule, can be substantially free of other cellular material, or culture 
medium, or of chemical precursors or other chemicals. 

A nucleic acid molecule of the invention, e.g. 9 a nucleic acid molecule having the nucleotide 
sequence of SEQ ID NO:2w-l, wherein n is an integer between 1 and 85, or a complement of 
this nucleotide sequence, can be isolated using standard molecular biology techniques and 

25 the sequence information provided herein. Using all or a portion of the nucleic acid 

sequence of SEQ ID NO:2*-l, wherein n is an integer between 1 and 85, as a hybridization 
probe, NOVX molecules can be isolated using standard hybridization and cloning techniques 
(e.g., as described in Sambrook, ei al. 9 (eds.), Molecular Cloning: A Laboratory 
Manual 2 nd EA, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, 1989; and 

30 Ausubel, et a/., (eds.), CURRENT Protocols IN MOLECULAR BIOLOGY, John Wiley & Sons, 
NewYoik,NY,1993.) 

A nucleic acid of the invention can be amplified using cDNA, mRNA or alternatively, 
genomic DNA > as a template with appropriate oligonucleotide primers according to standard 
PCR amplification techniques. The nucleic acid so amplified can be cloned into an 
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appropriate vector and characterized by DNA sequence analysis. Furthermore, 
oligonucleotides corresponding to NOVX nucleotide sequences can be prepared by standard 
synthetic techniques, e.g. y using an automated DNA synthesizer. 

As used herein, the tern "oligonucleotide" refers to a series of linked nucleotide residues. A 

5 short oligonucleotide sequence may be based on, or designed from, a genomic or cDNA 
sequence and is used to amplify, confirm, or reveal the presence of an identical, similar or 
complementary DNA or RNA in a particular cell or tissue. Oligonucleotides comprise a 
nucleic acid sequence having about 10 nt, 50 nt, or 100 nt in length, preferably about 15 nt to 
30 nt in length. In one embodiment of the invention, an oligonucleotide comprising a 

10 nucleic acid molecule less than 100 nt in length would further comprise at least 6 contiguous 
nucleotides of SEQ ID NO:2n-l, wherein n is an integer between 1 and 85, or a complement 
thereof Oligonucleotides may be chemically synthesized and may also be used as probes. 
In another embodiment, an isolated nucleic acid molecule of the invention comprises a 
nucleic acid molecule that is a complement of the nucleotide sequence shown in SEQ ID 

1 5 NO:2n-l , wherein n is an integer between 1 and 85, or a portion of this nucleotide sequence 
(e.g., a fragment that can be used as a probe or primer or a fragment encoding a 
biologically-active portion of a NOVX polypeptide). A nucleic acid molecule that is 
complementary to the nucleotide sequence of SEQ ID NO:2h-1 , wherein n is an integer 
between 1 and 85, is one that is sufficiently complementary to the nucleotide sequence of 

20 SEQ ID NO:2/i-l, wherein n is an integer between 1 and 85, that it can hydrogen bond with 
few or no mismatches to the nucleotide sequence shown in SEQ ID NO:2n-l, wherein n is an 
integer between 1 and 85, thereby forming a stable duplex. 

As used herein, the term "complementary" refers to Watson-Crick or Hoogsteen base pairing 
between nucleotides units of a nucleic acid molecule, and the term "binding" means the 

25 physical or chemical interaction between two polypeptides or compounds or associated 

polypeptides or compounds or combinations thereof Binding includes ionic, non-ionic, van 
der Waals, hydrophobic interactions, and the like. A physical interaction can be either direct 
or indirect Indirect interactions may be through or due to the effects of another polypeptide 
or compound. Direct binding refers to interactions that do not take place through, or due to, 

30 the effect of another polypeptide or compound, but instead are without other substantial 
chemical intermediates. 

A "fragment" provided herein is defined as a sequence of at least 6 (contiguous) nucleic 
acids or at least 4 (contiguous) amino acids, a length sufficient to allow for specific 
hybridization in the case of nucleic acids or for specific recognition of an epitope in the case 
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of amino acids, and is at most some portion less than a full length sequence. Fragments may 
be derived from any contiguous portion of a nucleic acid or amino acid sequence of choice. 
A full-length NOVX clone is identified as containing an ATG translation start codon and an 
in-frame stop codon. Any disclosed NOVX nucleotide sequence lacking an ATG start 
5 codon therefore encodes a truncated C-tenninal fragment of the respective NOVX 

polypeptide, and requires that the corresponding full-length cDNA extend in the 5' direction 
of the disclosed sequence. Any disclosed NOVX nucleotide sequence lacking an in-frame 
stop codon similarly encodes a truncated N-terminal fragment of the respective NOVX 
polypeptide, and requires that the corresponding full-length cDNA extend in the 3* direction 

10 of the disclosed sequence. 

A "derivative" is a nucleic acid sequence or amino acid sequence formed from the native 
compounds either directly, by modification or partial substitution. An "analog" is a nucleic 
acid sequence or amino acid sequence that has a structure similar to, but not identical to, the 
native compound, eg., they differs from it in respect to certain components or side chains. 

1 5 Analogs may be synthetic or derived from a different evolutionary origin and may have a 
similar or opposite metabolic activity compared to wild type. A "homolog" is a nucleic acid 
sequence or amino acid sequence of a particular gene that is derived from different species. 
Derivatives and analogs may be full length or other than full length. Derivatives or analogs 
of the nucleic adds or proteins of the invention include, but are not limited to, molecules 

20 comprising regions that are substantially homologous to the nucleic acids or proteins of the 
invention, in various embodiments, by at least about 70%, 80%, or 95% identity (with a 
preferred identity of 80-95%) over a nucleic acid or amino acid sequence of identical size or 
when compared to an aligned sequence in which the alignment is done by a computer 
homology program known in the art, or whose encoding nucleic acid is capable of 

25 hybridizing to the complement of a sequence encoding the proteins under stringent, 
moderately stringent, or low stringent conditions. See eg., Ausubel, et al y Current 
Protocols in Molecular Biology, John Wiley & Sons, New York, NY, 1993, and below. 
A "homologous nucleic acid sequence" or "homologous amino acid sequence," or variations 
thereof refer to sequences characterized by a homology at the nucleotide level or amino acid 

30 level as discussed above. Homologous nucleotide sequences include those sequences coding 
for isoforms of NOVX polypeptides. Isoforms can be expressed in different tissues of the 
same organism as a result o£ for example, alternative splicing of RNA. Alternatively, 
isoforms can be encoded by different genes. In the invention, homologous nucleotide 
sequences include nucleotide sequences encoding for a NOVX polypeptide of species other 
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than humans, including, but not limited to: vertebrates, and thus can include, ag., frog, 
mouse, rat, rabbit, dog, cat cow, horse, and other organisms. Homologous nucleotide 
sequences also include, but are not limited to, naturally occurring allelic variations and 
mutations of the nucleotide sequences set forth herein. A homologous nucleotide sequence 
5 does not, however, include the exact nucleotide sequence encoding human NOVX protein. 
Homologous nucleic acid sequences include those nucleic acid sequences that encode 
conservative amino acid substitutions (see below) in SEQ ID NO:2n-l, wherein n is an 
integer between 1 and 85, as well as a polypeptide possessing NOVX biological activity. 
Various biological activities of the NOVX proteins are described below. 

10 A NOVX polypeptide is encoded by the open reading frame ("ORF") of a NOVX nucleic 
acid. An ORF corresponds to a nucleotide sequence that could potentially be translated into 
a polypeptide. A stretch of nucleic acids comprising an ORF is uninterrupted by a stop 
codon. An ORF that represents the coding sequence for a full protein begins with an ATG 
"start" codon and terminates with one of the three "stop 1 * codons, namely, TAA, TAG, or 

15 TGA. Forthepurposesof^invention,anORFmaybeanypartofacodmgsequence^ 
with or without a start codon, a stop codon, or both. For an ORF to be considered as a good 
candidate for coding for a bona fide cellular protein, a TninirmTm size requirement is often 
set, e.g., a stretch of DNA that would encode a protein of 50 amino acids or more. 
The nucleotide sequences determined from the cloning of the human NOVX genes allows 

20 for the generation of probes and primers designed for use in identifying and/or cloning 
NOVX homologues in other cell types, e.g. y from other tissues, as well as NOVX 
homologues from other vertebrates. The probe/primer typically comprises substantially 
purified oligonucleotide. The oligonucleotide typically comprises a region of nucleotide 
sequence that hybridizes under stringent conditions to at least about 12, 25, 50, 100, 150, 

25 200, 250, 300, 350 or 400 consecutive sense strand nucleotide sequence of SEQ ID NOi2ji-1, 
wherein n is an integer between 1 and 85; or an anti-sense strand nucleotide sequence of 
SEQ ID NO:2n-l, wherein n is an integer between 1 and 85; or of a naturally occurring 
mutant of SEQ ID NO:2w-l, wherein n is an integer between 1 and 85. 
Probes based on the human NOVX nucleotide sequences can be used to detect transcripts or 

30 genomic sequences encoding the same or homologous proteins. In various embodiments, the 
probe has a detectable label attached, the label can be a radioisotope, a fluorescent 
compound, an enzyme, or an enzyme co-factor. Such probes can be used as a part of a 
diagnostic test kit for identifying cells or tissues which mis-express a NOVX protein, such as 
by measuring a level of a NOVX-encoding nucleic acid in a sample of cells from a subject 
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eg., detecting NOVX mRNA levels or determining whether a genomic NOVX gene has 
been mutated or deleted. 

"A polypeptide having a biologically-active portion of a NOVX polypeptide 7 ? refers to 
polypeptides exhibiting activity similar, but not necessarily identical to, an activity of a 
5 polypeptide of the invention, including mature forms, as measured in a particular biological 
assay, with or without dose dependency. A nucleic acid fragment encoding a 
"biologically-active portion of NOVX" can be prepared by isolating a portion of SEQ ID 
NO:2tf-l, wherein n is an integer between 1 and 85, that encodes a polypeptide having a 
NOVX biological activity (the biological activities of the NOVX proteins are described 
10 below), expressing the encoded portion ofNOVX protein (ag:, by recombinant expression 
in vitro) and assessing the activity of the encoded portion ofNOVX. 

NOVX Nucleic Acid and Polypeptide Variants 

The invention further encompasses nucleic acid molecules that differ from the nucleotide 
sequences of SEQ ID NO:2*-l, wherein n is an integer between 1 and 85, due to degeneracy 

15 of the genetic code and thus encode the same NOVX proteins as that encoded by the 
nucleotide sequences of SEQ ID NO:2ti-1, wherein n is an integer between 1 and 85. in 
another embodiment, an isolated nucleic acid molecule of the invention has a nucleotide 
sequence encoding a protein having an amino acid sequence of SEQ ID NO:2/i, wherein n is 
an integer between 1 and 85. 

20 hi addition to the human NOVX nucleotide sequences of SEQ ID NO:2/i-l , wherein n is an 
integer between 1 and 85, it will be appreciated by those skilled in the art that DNA sequence 
polymorphisms that lead to changes in the amino acid sequences of the NOVX polypeptides 
may exist within a population (e.g. 9 the human population). Such genetic polymorphism in 
the NOVX genes may exist among individuals within a population due to natural allelic 

25 variation. As used herein, the terms "gene" and "recombinant gene" refer to nucleic acid 
molecules comprising an open reading frame (OKF) encoding a NOVX protein, preferably a 
vertebrate NOVX protein. Such natural allelic variations can typically result in 1-5% 
variance in the nucleotide sequence of the NOVX genes. Any and all such nucleotide 
variations and resulting amino acid polymorphisms in the NOVX polypeptides, which are 

30 the result of natural allelic variation and that do not alter the functional activity of the NOVX 
polypeptides, are intended to be within the scope of the invention. 

Moreover, nucleic acid molecules encoding NOVX proteins from other species, and thus that 
have a nucleotide sequence that differs from a human SEQ ID NO:2*-l, wherein n is an 
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integer between 1 and 85, are intended to be within the scope of the invention. Nucleic acid 

molecules corresponding to natural allelic variants and homologues of the NOVX cDNAs of 

the invention can be isolated based on their homology to the human NOVX nucleic acids 

disclosed herein using the human cDNAs, or a portion thereof, as a hybridization probe 

5 according to standard hybridization techniques under stringent hybridization conditions. 

Accordingly, in another embodiment, an isolated nucleic acid molecule of the invention is at 

least 6 nucleotides in length and hybridizes under stringent conditions to the nucleic acid 

molecule comprising the nucleotide sequence of SEQ ID NO:2/i-l, wherein n is an integer 

between 1 and 85. In another embodiment, the nucleic acid is at least 10, 25, 50, 100, 250, 

10 500, 750, 1000, 1500, or 2000 or more nucleotides in length. In yet another embodiment, an 
isolated nucleic acid molecule of the invention hybridizes to the coding region. As used 
herein, the term "hybridizes undo* stringent conditions" is intended to describe conditions for 
hybridization and washing under which nucleotide sequences at least about 65% homologous 
to each other typically remain hybridized to each other. 

15 Homologs (Le., nucleic acids encoding NOVX proteins derived from species other than 
human) or other related sequences (&g., paralogs) can be obtained by low, moderate or high 
stringency hybridization with all or a portion of the particular human sequence as a probe 
using methods well known in the art for nucleic acid hybridization and cloning. 
As used herein, the phrase "stringent hybridization conditions" refers to conditions under 

20 which a probe, primer or oligonucleotide will hybridize to its target sequence, but to no other 
sequences. Stringent conditions are sequence-dependent and will be different in different 
circumstances. Longer sequences hybridize specifically at higher temperatures than shorter 
sequences. Generally, stringent conditions are selected to be about 5°C lower than the 
thermal melting point (Tin) for the specific sequence at a defined ionic strength and pH. The 

25 Tm is the temperature (under defined ionic strength, pH and nucleic acid concentration) at 
which 50% of the probes complementary to the target sequence hybridize to the target 
sequence at equilibrium. Since the target sequences are generally present at excess, at Tm, 
50% of the probes are occupied at equilibrium. Typically, stringent conditions will be those 
in which the salt concentration is less than about 1.0 M sodium ion, typically about 0.01 to 

30 1 .0 M sodium ion (or other salts) at pH 7.0 to 8.3 and the temperature is at least about 30 °C 
for short probes, primers or oligonucleotides (e.g. 9 10 nt to 50 nt) and at least about 60 °C for 
longer probes, primers and oligonucleotides. Stringent conditions may also be achieved with 
the addition of destabilizing agents, such as fbrmamide. 
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Stringent conditions are known to those skilled in the art and can be found in Ausubel, et al, 
(eds.), Current Protocols in Molecular Biology, John Wiley & Sons, N.Y. (1989), 
6.3.1-63.6. Preferably, the conditions are such that sequences at least about 65%, 70%, 
75%, 85%, 90%, 95%, 98%, or 99% homologous to each other typically remain hybridized 
5 to each other. A non-limiting example of stringent hybridization conditions arc 

hybridization in a high salt buffer comprising 6X SSC, 50 mM Tris-HCl (pH 7.5), 1 mM 
EDTA, 0.02% PVP, 0.02% Ficoll, 0.02% BSA, and 500 mg/ml denatured salmon spenn 
DNA at 65°C, followed by one or more washes in 0.2X SSC, 0.01 % BSA at 50°C. An 
isolated nucleic acid molecule of the invention that hybridizes under stringent conditions to a 
1 0 sequence of SEQ ID NO:2n-l , wherein n is an integer between 1 and 85, corresponds to a 
naturally-occuning nucleic acid molecule. As used herein, a "natuiatty^cxumng" nucleic 
acid molecule refers to an RNA or DNA molecule having a nucleotide sequence that occurs 
in nature (e,g. 9 encodes a natural protein). 

In a second embodiment, a nucleic acid sequence that is hybridizable to the nucleic acid 
1 5 molecule comprising the nucleotide sequence of SEQ ID NO:2n-l , wherein n is an integer 
between 1 and 85, or fragments, analogs or derivatives thereof; under conditions of moderate 
stringency is provided. A non-limiting example of moderate stringency hybridization 
conditions are hybridization in 6X SSC, 5X Reinhardt's solution, 0.5% SDS and 100 mg/ml 
denatured salmon sperm DNA at 55 °C, followed by one or more washes in IX SSC, 0.1% 
20 SDS at 37 °C. Other conditions of moderate stringency that may be used are well-known 
within the art See, eg., Ausubel, et al (eds.), 1993, Current Protocols in Molecular 
Biology, John Wiley & Sons, NY, and Krieger, 1990; Gene Transfer and Expression, A 
Laboratory Manual, Stockton Press, NY. 

In a third embodiment, a nucleic acid that is hybridizable to the nucleic acid molecule 
25 comprising the nucleotide sequences of SEQ ID NO:2/i-l, wherein n is an integer between 1 
and 85, or fragments, analogs or derivatives thereof; under conditions of low stringency, is 
provided. A non-limiting example of low stringency hybridization conditions are 
hybridization in 35% fonnamide, 5X SSC, 50 mM Tris-HCl (pH 7.5), 5 mM EDTA, 0.02% 
PVP, 0.02% Ficoll, 0.2% BSA, 100 mg/ml denatured salmon sperm DNA, 10% (wt/vol) 
30 dextran sulfate at 40°C, followed by one or more washes in 2X SSC, 25 mM Tris-HCl (pH 
7.4), 5 mM EDTA, and 0.1% SDS at 50°C. Other conditions of low stringency that may be 
used are well known in the art (e.g. y as employed for cross-species hybridizations). See, e.g., 
Ausubel, et al. (eds.), 1993, CURRENT PROTOCOLS IN Molecular BIOLOGY, John Wiley & 
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Sons, NY, andKriegler, 1990, GENE TRANSFER AND EXPRESSION, A LABORATORY MANUAL, 
Stockton Press, NY; Shilo and Weinberg, 1981. Proc Natl Acad Set USA 78: 6789-6792. 



Conservative Mutations 

In addition to naturaUy-occuning allelic variants of NOVX sequences that may exist in the 
5 population, the skilled artisan will further appreciate that changes can be introduced by 

mutation into the nucleotide sequences ofSEQ ID NO:2/i-l, wherein n is an integer between 
1 and 85, thereby leading to changes in the amino acid sequences of the encoded NOVX 
protein, without altering the functional ability of that NOVX protein, For example, 
nucleotide substitutions leading to amino acid substitutions at "non-essential" amino acid 
10 residues can be made in the sequence of SEQ ID NOi2n, wherein n is an integer between 1 
and 85. A "non-essential" amino acid residue is a residue that can be altered from the 
wild-type sequences of the NOVX proteins without altering their biological activity, whereas 
an "essential" amino acid residue is required for such biological activity. For example, 
amino acid residues that are conserved among the NOVX proteins of the invention are not 
1 5 particularly amenable to alteration. Amino acids for which conservative substitutions can be 
made are well-known within the art 

Another aspect of the invention pertains to nucleic acid molecules encoding NOVX proteins 
that contain changes in amino add residues that are Such NOVX 

proteins differ in amino acid sequence from SEQ ID NO:2/i-l, wherein n is an integer 

20 between 1 and 85, yet retain biological activity. In one embodiment, the isolated nucleic 
acid molecule comprises a nucleotide sequence encoding a protein, wherein the protein 
comprises an amino acid sequence at least about 40% homologous to the amino acid 
sequences of SEQ ID N02», wherein n is an integer between 1 and 85. Preferably, the 
protein encoded by the nucleic acid molecule is at least about 60% homologous to SEQ ID 

25 NO:2ti, wherein n is an integer between 1 and 85; more preferably at least about 70% 
homologous to SEQ ID NO:2n, wherein n is an integer between 1 and 85; still more 
preferably at least about 80% homologous to SEQ ID NO:2/i, wherein n is an integer 
between 1 and 85; even more preferably at least about 90% homologous to SEQ ID NO:2n, 
wherein n is an integer between 1 and 85; and most preferably at least about 95% 

30 homologous to SEQ ID NO:2n, wherein n is an integer between 1 and 85. 

An isolated nucleic acid molecule encoding a NOVX protein homologous to the protein of 
SEQ ID NO:2/i, wherein n is an integer between 1 and 85, can be created by introducing one 
or more nucleotide substitutions, additions or deletions into the nucleotide sequence of SEQ 
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ID NO:2n-l, wherein n is an integer between 1 and 85, such that one or more amino acid 
substitutions, additions or deletions are introduced into the encoded protein. 
Mutations can be introduced any one of SEQ ID NO:2«-l, wherein n is an integer between 1 
and 85, by standard techniques, such as site-directed mutagenesis and PCR-mediated 
5 mutagenesis. Preferably, conservative amino acid substitutions are made at one or more 
non-essential amino acid residues. A "conservative amino acid substitution" is one in which 
the amino acid residue is replaced with an amino acid residue having a similar side chain. 
Families of amino acid residues having similar side chains have been defined within the art 
These femilies include amino acids with basic side chains (eg., lysine, arginine, histidine), 

1 0 acidic side chains (e.g., aspartic acid, glutamic acid), uncharged polar side chains (eg., 
glycine, asparagine, ghitamine, serine, threonine, tyrosine, cysteine), nonpolar side chains 
(eg., alanine, valine, leucine, isoleucine, proline, phenylalanine, methionine, tryptophan), 
beta-branched side chains (eg., threonine, valine, isoleucine) and aromatic side chains (eg., 
tyrosine, phenylalanine, tryptophan, histidine). Thus, a non-essential amino acid residue in 

15 the NOVX protein is replaced with another amino acid residue from the same side chain 
family. Alternatively, in another embodiment, mutations can be introduced randomly along 
all or part of a NOVX coding sequence, such as by saturation mutagenesis, and the resultant 
mutants can be screened for NOVX biological activity to identify mutants that retain activity. 
Following mutagenesis of a nucleic acid of SEQ ID NO:2n-l, wherein n is an integer 

20 between 1 and 85, the encoded protein can be expressed by any recombinant technology 
known in the art and the activity of the protein can be determined. 
The relatedness of amino acid families may also be determined based on side chain 
interactions. Substituted amino acids may be fully conserved "strong" residues or fully 
conserved "weak" residues. The "strong" group of conserved amino acid residues may be 

25 any one of the following groups: STA, NEQK, NHQK, NDEQ, QHRK, MILV, MHJF, HY, 
FYW , wherein the single letter amino acid codes are grouped by those amino acids that may 
be substituted for each other. Likewise, the "weak" group of conserved residues may be any 
one of the following: CSA, ATV, SAG, STNK, STPA, SGND, SNDEQK, NDEQHK, 
NEQHRK, HFY, wherein the letters within each group represent the single letter amino acid 

30 code. 

In one embodiment, a mutant NOVX protein can be assayed for (i) the ability to form 
proteinrprotein interactions with other NOVX proteins, other cell-surface proteins, or 
biologically-active portions thereof, (tf) complex formation between a mutant NOVX protein 
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and a NOVX ligand; or (in) the ability of a mutant NOVX protein to bind to an intracellular 
target protein or biologically-active portion thereof; (e.g. y avidin proteins). 
In yet another embodiment, a mutant NOVX protein can be assayed for the ability to regulate 
a specific biological function (e.g., regulation of insulin release). 

5 Interfering RNA 

In one aspect of the invention, NOVX gene expression can be attenuated by RNA 
interference. One approach well-known in the art is short interfering RNA (siRNA) 
mediated gene silencing where expression products of a NOVX gene are targeted by specific 
double stranded NOVX derived siRNA nucleotide sequences that are complementary to at 

10 least a 19-25 nt long segment of the NOVX gene transcript, including the 5' untranslated 
(UT) region, the ORF, or the 3' UT region, See, &g., PCT applications WO00/44895, 
W099/32619, WO01/75164, WO01/92513, WO 01/29058, WO01/893Q4, WO02/16620, and 
. WO02/29858, each incorporated by reference herein in their entirety. Targeted genes can be 
a NOVX gene, or an upstream or downstream modulator of the NOVX gene. Nonlimiting 

15 examples of upstream or downstream modulators of a NOVX gene include, e.g., a 
transcription factor that binds the NOVX gene promoter, a kinase or phosphatase that 
interacts with a NOVX polypeptide, and polypeptides involved in a NOVX regulatory 
pathway. 

According to the methods of the present invention, NOVX gene expression is silenced using 
20 short interfering RNA. A NOVX polynucleotide according to the invention includes a 
siRNA polynucleotide. Such a NOVX siRNA can he obtained using a NOVX 
polynucleotide sequence, for example, by processing the NOVX ribopolynucleotide 
sequence in a cell-free system, such as but not limited to a Drosophila extract, or by 
transcription of recombinant double stranded NOVX RNA or by chemical synthesis of 
25 nucleotide sequences homologous to a NOVX sequence. See, eg., Tuschl, Zamore, 

Lehmann, Bartel and Sharp (1999), Genes & Dev. 13: 3191-3197, incorporated herein by 
reference in its entirety. When synthesized, a typical 02 micromolar-scale RNA synthesis 
provides about 1 milligram of siRNA, which is sufficient for 1000 transfection experiments 
using a 24-well tissue culture plate format 
30 The most efficient silencing is generally observed with siRNA duplexes composed of a 21-nt 
sense strand and a 21 -nt antisense strand, paired in a manner to have a 2-nt 3* overhang. The 
sequence of the 2-nt 3' ovahang makes an additional small contribution to the specificity of 
siRNA target recognition. The contribution to specificity is localized to the unpaired 
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nucleotide adjacent to the first paired bases. La one embodiment, the nucleotides in the 3 9 
overhang are ribonucleotides. In an alternative embodiment, the nucleotides in the 3' 
overhang are deoxyribonucleotides. Using 2'nieoxyribonucleotides in the 3' overhangs is as 
efficient as using ribonucleotides, but deoxyribonucleotides are often cheaper to synthesize 
5 and are most likely more nuclease resistant 

A contemplated recombinant expression vector of the invention comprises a NOVX DNA 
molecule cloned into an expression vector comprising operatively-linked regulatory 
sequences flanking the NOVX sequence in a manner that allows for expression (by 
transcription of the DNA molecule) of both strands. An RNA molecule that is antisense to 
10 NOVX mRNA is transcribed by a first promoter (e.g., a promoter sequence 3* of the cloned 
DNA) and an RNA molecule that is the sense strand for the NOVX mRNA is transcribed by 
a second promoter (e.g., a promoter sequence 5' of the cloned DNA). The sense and 
antisense strands may hybridize in vivo to generate siRNA constructs for silencing of the 
NOVX gene. Alternatively, two constructs can be utilized to create the sense and anti-sense 
15 strands of a siRNA construct Finally, cloned DNA can encode a construct having secondary 
structure, wherein a single transcript has both the sense and complementary antisense 
sequences from the target gene or genes. In an example of this embodiment, a hairpin RNAi 
product is homologous to all or a portion of the target gene. In another example, a hairpin 
RNAi product is a siRNA. The regulatory sequences flanking the NOVX sequence may be 
20 identical or may be different, such that their expression may be modulated independently, or 
in a temporal or spatial manner. 

In a specific embodiment, siRNAs are transcribed intracellulariy by cloning the NOVX gene 
templates into a vector containing, e.g. 9 a RNA pol EI transcription unit from the smaller 
nuclear RNA (snRNA) U6 or the human RNase P RNA HI. One example of a vector 
system is the GeneSuppressor™ RNA Interference kit (commercially available from 
hngenex). The U6 and HI promoters are members of the type HI class of Pol HI promoters. 
The +1 nucleotide of the U6-like promoters is always guanosine, whereas the +1 for HI 
promoters is adenosine. The termination signal for these promotes is defined by five 
consecutive thymidines. The transcript is typically cleaved after the second uridine. 
Cleavage at this position generates a 3 f UU overhang in the expressed siRNA, which is 
similar to the 3' overhangs of synthetic siRNAs. Any sequence less than 400 nucleotides in 
length can be transcribed by these promoter, therefore they are ideally suited for the 
expression of around 21 -nucleotide siRNAs in, e.g. 9 an approximately 50-nucleotide RNA 
stem-loop transcript. 
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A siRNA vector appears to have an advantage over synthetic siRNAs where long term 
knock-down of expression is desired Cells transfected with a siRNA expression vector 
would experience steady, long-term mRNA inhibition, hi contrast, cells transfected with 
exogenous synthetic siRNAs typically recover from mRNA suppression within seven days or 

5 ten rounds of cell division. The long-term gene silencing ability of siRNA expression 
vectors may provide for applications in gene therapy. 

In general, siRNAs are chopped from longer dsRNA by an ATP-dependent ribonuclease 
called DICER. DICER is a member of the RNase HI family of double-stranded 
RNA-specific endonucleases. The siRNAs assemble with cellular proteins into an 

10 endonuclease complex. In vitro studies in Drosophila suggest that the siRNAs/protein 
complex (siRNP) is thai transferred to a second enzyme complex, called an RNA-induced 
silencing complex (RISC), which contains an endoribonuclease that is distinct from DICER. 
RISC uses the sequence encoded by the antisense siRNA strand to find and destroy mRNAs 
of complementary sequence. The siRNA thus acts as a guide, restricting the ribonuclease to 

1 5 cleave only mRNAs complementary to one of the two siRNA strands. 

A NOVX mRNA region to be targeted by siRNA is generally selected from a desired NOVX 
sequence beginning 50 tolOO nt downstream of the start codon. Alternatively, 5' or 3' UTRs 
and regions nearby the start codon can be used but are generally avoided, as these may be 
richer in regulatory protein binding sites. UTR-binding proteins and/or translation initiation 

20 complexes may interfere with binding of the siRNP or RISC endonuclease complex. An 
initial BLAST homology search for the selected siRNA sequence is done against an 
available nucleotide sequence library to ensure that only one gene is targeted. Specificity of 
target recognition by siRNA duplexes indicate that a single point mutation located in the 
paired region of an siRNA duplex is sufficient to abolish target mRNA degradation. See, 

25 Elbashir et al. 2001 EMBO J. 20(23):6877-88. Hence, consideration should be taken to 
accommodate SNPs, polymorphisms, allelic variants or species-specific variations when 
targeting a desired gene. 

In one embodiment, a complete NOVX siRNA experiment includes the proper negative 
control. A negative control siRNA generally has the same nucleotide composition as the 
30 NOVX siRNA but lack significant sequence homology to the genome. Typically, one would 
scramble die nucleotide sequence of the NOVX siRNA and do a homology search to make 
sure it lacks homology to any other gene. 

Two independent NOVX siRNA duplexes can be used to knock-down a target NOVX gene. 
This helps to control for specificity of the silencing effect In addition, expression of two 
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independent genes can be simultaneously knocked down by using equal concentrations of 
different NOVX siRNA duplexes, e.g. 9 aNOVX siRNA and an siKNA for a regulator of a 
NOVX gene or polypeptide, Availability of siRNA-associating proteins is believed to be 
more limiting than target mRNA accessibility. 
5 A targeted NOVX region is typically a sequence of two adenines (AA) and two thymidines 
(TT) divided by a spacer region of nineteen (N19) residues (eg., AA(N19)TT). A desirable 
spacer region has a G/C-content of approximately 30% to 70%, and more preferably of about 
50%. If the sequence AA(N19)TT is not present in the target sequence, an alternative target 
region would be AA(N21). The sequence of the NOVX sense siRNA corresponds to 

10 (N19)TT or N21, respectively. In the latter case, conversion of the 3» end of the sense 
siRNA to TT can b e performed if such a sequence does not naturally occur in the NOVX 
polynucleotide. The rationale for this sequence conversion is to generate a symmetric duplex 
with respect to the sequence composition of the sense and antisense 3' overhangs. 
Symmetric 3' overhangs may help to ensure that the siRNPs are formed with approximately 

15 equal ratios of sense and antisense target RNA-cleaving siRNPs. See, e.g. y Elbashir, 

Lendeckel and Tuschl (2001). Genes & Dev. 15: 188-200, incorporated by reference herein 
in its entirely. The modification of the overhang of the sense sequence of the siRNA duplex 
is not expected to affect targeted mRNA recognition, as the antisense siRNA strand guides 
target recognition. 

20 Alternatively, if the NOVX target mRNA does not contain a suitable AA(N21) sequence, 
one may search for tire sequence NA(N21). Further, the sequence of the sense strand and 
antisense strand may still be synthesized as 5' (N19)TT, as it is believed that the sequence of 
the 3'-most nucleotide of the antisense siRNA does not contribute to specificity. Unlike, 
antisense or ribozyme technology, the secondary structure of the target mRNA does not 

25 appear to have a strong effect on silencing. See, Haiborth, et al (2001) J. Cell Science 1 14: 
4557-4565, incorporated by reference in its entirety. 

Transfection of NOVX siRNA duplexes can be achieved using standard nucleic acrid 
transfection methods, for example, OUGOFECTAMENE Reagent (commercially available 
fiom Invitrogen). An assay for NOVX gene silencing is generally performed approximately 
30 2 days after transfection. No NOVX gene silencing has been observed in the absence of 
transfection reagent, allowing for a comparative analysis of the wild-type and silenced 
NOVX phenotypes. hi a specific embodiment, for one well ofa24-welI plate, 
approximately 0.84 ug of the siRNA duplex is generally sufficient Cells are typically 
seeded the previous day, and are transfected at about 50% confluence. The choice of cell 
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culture media and conditions are routine to those of skill in the art, and will vary with the 
choice of cell type. The efficiency of transfection may depend on the cell type, but also on 
the passage number and the confhiency of the cells. The time and the manner of formation 
' of siRNA-liposome complexes (e.g. y inversion versus vortexing) are also critical. Low 
5 transfection efficiencies are the most frequent cause of unsuccessful NOVX silencing. The 
efficiency of transfection needs to be carefully examined for each new cell line to be used. 
Preferred cell are derived from a mammal, more preferably from a rodent such as a rat or 
mouse, and most preferably from a human. Where used for therapeutic treatment, the cells 
are preferentially autologous, although non-autologous cell sources are also contemplated as 

10 within the scope of the present invention. 

For a control experiment, transfection of 0.84 \ig single-stranded sense NOYX siRNA will 
have no effect on NOVX silencing, and 0.84 jig antisense siRNA has a weak silencing effect 
when compared to 0.84 \ig of duplex siRNAs. Control experiments again allow for a 
comparative analysis of the wild-type and silenced NOVX phenotypes. To control for 

15 transfection efficiency, targeting of common proteins is typically performed, for example 
targeting of lamin A/C or transfection of a CMV-driven EGFP-expression plasmid (eg., 
commercially available from Qontech). In the above example, a determination of the 
fraction of lamin A/C knockdown in cells is determined the next day by such techniques as 
immunofluorescence, Western blot, Northern blot or other similar assays for protein 

20 expression or gene expression. Lamin A/C monoclonal antibodies may be obtained from 
Santa Cruz Biotechnology. 

Depending on the abundance and the half life (or turnover) of the targeted NOVX 
polynucleotide in a cell, a knock-down phenotype may become apparent after 1 to 3 days, or 
even later. In cases where no NOVX knock-down phenotype is observed, depletion of the 

25 NOYX polynucleotide may be observed by immunofluorescence or Western blotting. If fee 
NOVX polynucleotide is still abundant after 3 days, cells need to be split and transferred to a 
fresh 24-well plate for re-transfection. If no knock-down of the targeted protein is observed, 
it may be desirable to analyze whether the target mRNA (NOVX or a NOVX upstream or 
downstream gene) was effectively destroyed by the transfected siRNA duplex. Two days 

30 after transfection, total RNA is prepared, reverse transcribed using a target-specific primer, 
and PCR-amplified with a primer pair covering at least one exon-exon junction in order to 
control for amplification of pre-mRNAs. RT/PCR of a non-targeted mRNA is also needed 
as control Effective depletion of the mRNA yet undetectable reduction of target protein 
may indicate that a large reservoir of stable NOVX protein may exist in the cell. Multiple 
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transfection in sufficiently long intervals may be necessary until the target protein is finally 
depleted to a point where a phenotype may become apparent If multiple transfection steps 
axe required, cells are split 2 to 3 days after transfection. The cells may be transfected 
immediately after splitting. 
5 An inventive therapeutic method of the invention contemplates administering a NOVX 
siRNA construct as therapy to compensate for increased or aberrant NOVX expression or 
activity. The NOVX ribopolynucleotide is obtained and processed into siRNA fragments, or 
a NOVX siRNA is synthesized, as described above. The NOVX siRNA is administered to 
cells or tissues using known nucleic acid transfection techniques, as described above. A 
10 NOVX siRNA specific for a NOVX gene will decrease or knockdown NOVX transcription 
products, which will lead to reduced NOVX polypeptide production, resulting in reduced 
NOVX polypeptide activity in the cells or tissues. 

The present invention also encompasses a method of treating a disease or condition 
associated with the presence of a NOVX protein in an individual comprising administering 
15 to the individual an RNAi construct that targets the mRNA of the protein (the mRNA that 
encodes the protein) for degradation. A specific RNAi construct includes a siRNA or a 
double stranded gene transcript that is processed into siRNAs. Upon treatment, the target 
protein is not produced or is not produced to the extent it would be in the absence of the 
treatment. 

20 Where the NOVX gene function is not correlated with a known phenotype, a control sample 
of cells or tissues from healthy individuals provides a reference standard for determining 
NOVX expression levels. Expression levels are detected using the assays described, e.g., 
RT-PCR, Northern blotting, Western blotting, BUS A, and the like. A subject sample of 
cells or tissues is taken from a mammal, preferably a human subject, suffering from a disease 

25 state. The NOVX ribopolynucleotide is used to produce siRNA constructs, that are specific 
for the NOVX gene product These cells or tissues are treated by administering NOVX 
siRNA's to the cells or tissues by methods described for the transfection of nucleic acids into 
a cell or tissue, and a change in NOVX polypeptide or polynucleotide expression is observed 
in the subject sample relative to the control sample, using the assays described. This NOVX 

30 gene knockdown approach provides a rapid method for determination of a NOVX minus 
(NOVX") phenotype in the treated subject sample. The NOVX" phenotype observed in the 
treated subject sample thus serves as a marker for monitoring the course of a disease state 
during treatment. 
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In specific embodiments, a NOVX siRNA is used in therapy. Methods for the 
generation and use of a NOVX sDRNA are known to those skilled in the art Example 
techniques are provided below. 

Production of RNAs 

5 Sense RNA (ssRNA) and antisense RNA (asRNA) of NOVX are produced using known 
methods such as transcription in RNA expression vectors. In the initial experiments, the 
sense and antisenseRNA are about 500 bases in length each. The produced ssRNA and 
asRNA (0.5 pM) in lOmMTris-HCl (pH 7.5) with 20 mMNaCl were heated to 95° C for 1 
min then cooled and annealed at room temperature for 12 to 16h. The RNAs are 
10 precipitated and resuspended in lysis buffer (below). To monitor annealing, RNAs are 

electrophoresed in a 2% agarose gel in TBE buffer and stained with ethidium bromide. See, 
e.g., Sambrook et al., Molecular Cloning. Cold Spring Harbor Laboratory Press, Plainview, 
N.Y.(1989). 

Lysate Preparation 

15 Untreated rabbit reticulocyte lysate (Ambion) are assembled according to the manufacturer's 
directions. dsRNA is incubated in the lysate at 30° C for 1 0 min prior to the addition of 
mRNAs. Then NOVX mRNAs are added and the incubation continued for an additional 60 
min. The molar ratio of double stranded RNA and mKNA is about 200:1. The NOVX 
mRNA is radiolabeled (using known techniques) and its stability is monitored by gel 

20 electrophoresis. 

In a parallel experiment made with the same conditions, the double stranded RNA is 
internally radiolabeled with a ^P-ATP. Reactions are stopped by the addition of 2X- 
proteinase-K buffer and deproteinized as described previously (Tuschl et aL y Genes Dev., 
13:3191-3197 (1999)). Products are analyzed by electrophoresis in 15% or 18% 

25 polyacrylamide sequencing gels using appropriate RNA standards. By monitoring the gels 
for radioactivity, the natural production of 10 to 25 nt RNAs from the double stranded RNA 
can be determined. 

The band of double stranded RNA, about 21-23 bps, is eluded. The efficacy of these 
21-23 mers for suppressing NOVX transcription is assayed in vitro using the same rabbit 
30 reticulocyte assay described above using 50 nanomolar of double stranded 21-23 mer for 

each assay. The sequence of these 21-23 mers is then determined using standard nucleic acid 
sequencing techniques. 
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21 nt RNAs, based on the sequence determined above, are chemically synthesized 
using Expedite RNA phosphoramidites and thymidine phosphoramidite (Proligo, Germany). 
* Synthetic oligonucleotides are deprotected and gel-purified (Elbashir, Lendeckel, & Tuschl, 
5 Genes & Dev. 15, 188-200 (2001)), followed by Sep-Pak C18 cartridge (Waters, Milford, 
Mass., USA) purification (Tuschl, et al., Biochemistry, 32:11658-11668 (1993)). 
These RNAs (20 pM) single strands are incubated in annealing buffer (100 mM potassium 
acetate, 30 mM HEPES-KOH at pH 7.4, 2 mM magnesium acetate) for 1 min at 90° C 
followed by 1 hat 37° C. 

10 Cell Culture 

A cell culture known in the art to regularly express NOVX is propagated using standard 
conditions. 24 hours before transfection, at approx. 80% confhiency, the cells are 
trypsinized and diluted 1:5 with fresh medium without antibiotics (1-3 X 105 cells/ml) and 
transferred to 24-well plates (500 ml/well). Transfection is performed using a commercially 

1 5 available lipofection kit and NOVX expression is monitored using standard techniques with 
positive and negative control. A positive control is cells that naturally express NOVX while 
a negative control is cells that do not express NOVX. Base-paired 21 and 22 nt siRNAs with 
overhanging 3' ends mediate efficient sequence-specific mKNA degradation in lysates and in 
cell culture. Different concentrations of siRNAs are used. An efficient concentration for 

20 suppression in vitro in mammalian culture is between 25 nM to 1 00 nM final concentration. 
This indicates that siRNAs are effective at concentrations that are several orders of 
magnitude below the concentrations applied in conventional antisense or ribozyme gene 
targeting experiments. 

The above method provides a way both for the deduction of NOVX siRNA sequence and the 
25 use of such siRNA for in vitro suppression. In vivo suppression may be performed using the 
same siRNA using well known in-vivo transfection or gene therapy transfection techniques. 

Antisense Nucleic Acids 

Another aspect of the invention pertains to isolated antisense nucleic acid molecules that are 
hybridizable to or complementary to the nucleic acid molecule comprising the nucleotide 
30 sequence of SEQ ID NO:2/i-l , wherein n is an integer between 1 and 85, or fragments, 

analogs or derivatives thereof. An "antisense" nucleic acid comprises a nucleotide sequence 
that is complementary to a "sense" nucleic acid encoding a protein (e.g., complementary to 
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the coding strand of a double-stranded cDNA molecule or complementary to an mRNA 
sequence). In specific aspects; anti sense nucleic acid molecules are provided that comprise a 
sequence complementary to at least about 10, 25, 50, 100, 250 or 500 nucleotides or an entire 
NOVX coding strand, or to only a portion thereof. Nucleic acid molecules encoding 

5 fragments, homologs, derivatives and analogs of a NOVX protein of SEQ ID NO:2n, 
wherein n is an integer between 1 and 85, or anti sense nucleic acids complementary to a 
NOVX nucleic acid sequence of SEQ ID NOr2w-l, wherein n is an integer between 1 and 85, 
are additionally provided. 

In one embodiment, an antisense nucleic acid molecule is antisense to a "coding region" of 
10 the coding strand of a nucleotide sequence encoding a NOVX protein. The term "coding 
region" refers to the region of the nucleotide sequence comprising codons which are 
translated into amino acid residues. In another embodiment, the antisense nucleic acid 
molecule is antisense to a "noncoding region" of the coding strand of a nucleotide sequence 
encoding the NOVX protein. The teem "noncoding region" refers to 5* and 3* sequences that 
1 5 flank the coding region that are not translated into amino acids (Le., also referred to as 5' and 
3' untranslated regions). 

Given the coding strand sequences encoding the NOVX protein disclosed herein, antisense 
nucleic acids of the invention can be designed according to the rules of Watson and Crick or 
Hoogsteen base pairing. The antisense nucleic acid molecule can be complementary to the 

20 entire coding region of NOVX mRNA, but more preferably is an oligonucleotide that is 
antisense to only a portion of the coding or noncoding region of NOVX mRNA. For 
example, the antisense oligonucleotide can be complementary to the region surrounding the 
translation start site of NOVX mRNA An antisense oligonucleotide can be, for example, 
about 5, 10, 15, 20, 25, 30, 35, 40, 45 or 50 nucleotides in length. An antisense nucleic acid 

25 of the invention can be constructed using chemical synthesis or enzymatic ligation reactions 
using procedures known in the art For example, an antisense nucleic acid (e.g., an antisense 
oligonucleotide) can be chemically synthesized using naturally-occurring nucleotides or 
variously modified nucleotides designed to increase the biological stability of the molecules 
or to increase the physical stability of the duplex formed between the antisense and sense 

30 nucleic acids (e#, phosphorothioate derivatives and acridine substituted nucleotides can be 
used). 

Examples of modified nucleotides that can be used to generate the antisense nucleic acid 
include: 5-fluorouracil, 5-bromouracil, 5-chloiouracil, 5-iodouracil, hypoxanthine, xanthine, 
4-acetylcytosine, 5-carboxymethylaminomethyi~2-thiouridine, 5-(carboxyhydn>xylmethyl) 
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uracil, 5-caxboxymethylaminomethyluracil, dihydrouracil, beta-D-galactosylqueosine, 
inosine, N6-isopentenyladenine, 1 -methylguanine, 1-methylinosine, 2,2-dimethylguanine, 
2-methyladenine, 2-methyIguanine, 5-methoxyuracil, 3-methylcytosine, 5-methylcytosine, 
N6-adenine ? 7-methylguanine, 5-methylaminomethyhiracil, 
5 5-methoxyaminomethyl-2-thiouracil, 2-thiouracil, 4-thiouiacil, beta-D-mannosylqueosine, 
S-methoxycarboxymethyluracil, 2-methylthio-N6-isopentenyladenine, uracil-5-oxyacetic 
acid (v), wybutoxosine, pseudouracil, queosme, 2-thiocytosine, 5-methyl-2-thiouracil, 
5-methyluracil, uracil-5-oxyacetic acid methylester, uracil-5-oxyacetic acid (v), 
5-methyl-2-thiouracil, 3^3-amino-3-N-2-carboxypropyl) uracil, (acp3)w, and 

10 2,6-diaminopuriae^ Alternatively, the antisense nucleic acid can be produced biologically 
using an expression vector into which a nucleic acid has been subcloned in an antisense 
orientation (Le., RNA transcribed from the inserted nucleic acid will be of an antisense 
orientation to a target nucleic acid of interest, described further in the following subsection). 
The antisense nucleic acid molecules of the invention are typically administered to a subject 

15 or generated in situ such that they hybridize with or bind to cellular mRNA and/or genomic 
DNA encoding a NOVX protein to thereby inhibit expression of the protein (e.g. y by 
inhibiting transcription and/or translation). The hybridization can be by conventional 
nucleotide complementarity to form a stable duplex, or, for example, in the case of an 
antisense nucleic acid molecule that binds to DNA duplexes, through specific interactions in 

20 the major groove of the double helix. An example of a route of administration of antisense 
nucleic acid molecules of the invention includes direct injection at a tissue site. 
Alternatively, antisense nucleic acid molecules can be modified to target selected cells and 
then administered systemically. For example, for systemic administration, antisense 
molecules can be modified such that they specifically bind to receptors or antigens expressed 

25 on a selected cell surface (e.g., by linking the antisense nucleic acid molecules to peptides or 
antibodies that bind to cell surface receptors or antigens). The antisense nucleic acid 
molecules can also be delivered to cells using the vectors described herein. To achieve 
sufficient nucleic acid molecules, vector constructs in which the antisense nucleic acid 
molecule is placed under the control of a strong pol n or pol HI promoter are preferred. 

30 In yet another embodiment, the antisense nucleic acid molecule of the invention is an 
a-anomeric nucleic acid molecule. An a-anomeric nucleic acid molecule forms specific 
double-stranded hybrids with complementary RNA in which, contrary to the usual P-units, 
the strands run parallel to each other. See, e.g., Gaultier, et al, 1987. NucL Acids Res. 15: 
6625-6641 . The antisense nucleic acid molecule can also comprise a 
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T-o-methyiribonucleotide (See, e.g, Inoue, et aJ. 1987. Nucl Adds Res. 15: 6131-6148) or a 
chimeric RNA-DNA analogue (See, e.g, Inoue, et a/., 1987. FEB S Lett 215: 327-330. 

Ribozymes and PNA Moieties 

Nucleic acid modifications include, by way of non-limiting example, modified bases, and 
5 nucleic acids whose sugar phosphate backbones are modified or derivatized. These 

modifications are carried out at least in part to enhance the chemical stability of the modified 
nucleic acid, such that they may be used, for example, as antisense binding nucleic acids in 
therapeutic applications in a subject 

In one embodiment, an antisense nucleic acid of the invention is a ribozyme. Ribozymes are 
10 catalytic RNA molecules with ribonuclease activity that are capable of cleaving a 

single-stranded nucleic acid, such as an mRNA, to which they have a complementary region. 
Thus, ribozymes (e.g., hammerhead ribozymes as described in Haselhoff and Gerlach 1988. 
Nature. 334: 585-591) can be used to catalytically cleave NOVX mRNA transcripts to 
thereby inhibit translation of NOVX mRNA. A ribozyme having specificity for a 
15 NOVX-encoding nucleic acid can be designed based upon the nucleotide sequence of a 
NOVX cDNA disclosed herein (z.e, SEQ ID NO:2ti-1, wherein n is an integer between 1 
and 85). For example, a derivative of a Tetrahymena L-19 IVS RNA can be constructed in 
which the nucleotide sequence of the active site is complementary to the nucleotide sequence 
to be cleaved in a NOVX-encoding mRNA. See, e.g., U.S. Patent 4,987,071 to Cech, et al. 
20 and U.S. Patent 5,1 16,742 to Cech, et a!. NOVX mRNA can also be used to select a 

catalytic RNA having a specific ribonuclease activity from a pool of RNA molecules. See, 
e.g., Bartel et aL, (1993) Science 261:1411-1418. 

Alternatively, NOVX gene expression can be inhibited by targeting nucleotide sequences 
complementary to the regulatory region of the NOVX nucleic acid (e.g., the NOVX 

25 promoter and/or enhancers) to form triple helical structures that prevent transcription of the 
NOVX gene in target cells. See, e.g., Helene, 1 99 1 . Anticancer Drug Des. 6: 569-84; 
Helene, et aL 1992. Ann. N.Y. Acad. ScL 660: 27-36; Maher, 1992. Bioassays 14: 807-15. 
In various embodiments, the NOVX nucleic acids can be modified at the base moiety, sugar 
. moiety or phosphate backbone to improve, e.g., the stability, hybridization, or solubility of 

30 the molecule. For example, the deoxyribose phosphate backbone of the nucleic acids can be 
modified to generate peptide nucleic acids. See, e.g, Hyrup, et al., 1996. BioorgMed Chem 
4: 5-23. As used herein, the terms "peptide nucleic acids" or TNAs" refer to nucleic acid 
mimics (e.g., DNA mimics) in which the deoxyribose phosphate backbone is replaced by a 
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pseudopeptide backbone and only the four natural nucleotide bases are retained. The neutral 
backbone of PNAs has been shown to allow for specific hybridization to DNA and RNA 
under conditions of low ionic strength. The synthesis of PNA oligomer can be performed 
using standard solid phase peptide synthesis protocols as described in Hyrup, et aL, 1996. 
5 supra; Peny-OKeefe, et al., 1996. Proa Natl Acad. Set USA 93: 14670-14675. 

PNAs ofNOVX can be used in therapeutic and diagnostic applications. For example, PNAs 
can be used as antisense or antigene agents for sequence-specific modulation of gene 
expression by, eg., inducing transcription or translation arrest or inhibiting replication. 
PNAs ofNOVX can also be used, for example, in the analysis of single base pair mutations 
10 in a gene (eg., PNA directed PGR clamping; as artificial restriction enzymes when used in 
combination with other enzymes, eg., Si nucleases (See, Hyrup, et aL, \996supra); or as 
probes or primers for DNA sequence and hybridization (See, Hyrup, et aL, 1996, supra; 
Perry-OTCeefe, et aL, 1996. supra). 

In another embodiment, PNAs ofNOVX can be modified, e.g, to enhance their stability or 

15 cellular uptake, by attaching lipophilic or other helper groups to PNA, by the formation of 
PNA-DNA chimeras, or by the use of liposomes or other techniques of drug delivery known 
in the art For example, PNA-DNA chimeras ofNOVX can be generated that may combine 
the advantageous properties of PNA and DNA. Such chimeras allow DNA recognition 
enzymes (e.g., RNase H and DNA polymerases) to interact with the DNA portion while the 

20 PNA portion would provide higjb binding affinity and specificity. PNA-DNA chimeras can 
be linked using linkers of appropriate lengths selected in terms of base stacking, number of 
bonds between the nucleotide bases, and orientation (see, Hyrup, et al., 1996. sttpra). The 
synthesis of PNA-DNA chimeras can be performed as described in Hyrup, et aL, 1996. 
supra and Run, et al., 1996. Nucl Acids Res 24: 3357-3363. For example, a DNA chain can 

25 be synthesized on a solid support using standard phosphoramidite coupling chemistry, and 
modified nucleoside analogs, eg., 5~(4-methoxytrityl)-amino-5 t HJeoxy-thyinidine 
phosphoramidite, can be used between the PNA and the 5' end of DNA. See, eg., Mag, et 
al., 1989. Nucl Acid Res 17: 5973-5988. PNA monomers are then coupled in a stepwise 
manner to produce a chimeric molecule with a 5' PNA segment and a 3 f DNA segment See, 

30 eg., Finn, et al., 1996. supra. Alternatively, chimeric molecules can be synthesized with a 5' 
DNA segment and a 3' PNA segment See, e.g., Petersen, et al, 1975. Bioorg. Med Chem. 
Lett. 5 : 1119-11124. 

In other embodiments, the oligonucleotide may include other appended groups such as 
peptides (eg., for targeting host cell receptors in vivo), or agents facilitating transport across 
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the cell membrane (see, e.g 9 Letsinger, et a/., 1989. Proc Natl Acad. ScL U.SA. 86: 
6553-6556; Lemaitre, et al. y 1987. Proa Natl Acad ScL 84: 648-652; PCT Publication No. 
WO88/09810) or the blood-brain barrier (see, e.g 9 PCT Publication No. WO 89/10134). In 
addition, oligonucleotides can be modified with hybridization-triggered cleavage agents (see, 
5 e.g*, Krol, et al. y 1988. BioTechniques 6:958-976) or intercalating agents (see, e.g. 9 Zon, 
1988. PharnL Res. 5: 539-549). To this end, the oligonucleotide may be conjugated to 
another molecule, e.g., a peptide, a hybridization triggered cross-linking agent, a transport 
agent, a hybridization-triggered cleavage agent, and the like. 

NOVX Polypeptides 

10 A polypeptide according to the invention includes a polypeptide including the amino acid 
sequence of NOVX polypeptides whose sequences are provided in any one of SEQ ID 
NO:2/i, wherein n is an integer between 1 and 85. The invention also includes a mutant or 
variant protein any of whose residues may be changed from the corresponding residues 
shown in any one of SEQ ID NO:2n, wherein n is an integer between 1 and 85, while still - 

15 encoding a protein that maintains its NOVX activities and physiological functions, or a 
functional fragment thereof. 
- In general, a NOVX variant that preserves NOVX-like function includes any variant in 
which residues at a particular position in the sequence have been substituted by other amino 
acids, and further include the possibility of inserting an additional residue or residues 

20 between two residues of the parent protein as well as the possibility of deleting one or more 
residues from the parent sequence. Any amino acid substitution, insertion, or deletion is 
encompassed by the invention. In favorable circumstances, the substitution is a conservative 
substitution as defined above. 

One aspect of the invention pertains to isolated NOVX proteins, and biologically-active 
25 portions thereof, or derivatives, fragments, analogs or homologs thereof. Also provided are 
polypeptide fragments suitable for use as immunogens to raise anti-NOVX antibodies. In 
one embodiment, native NOVX proteins can be isolated from cells or tissue sources by an 
appropriate purification scheme using standard protein purification techniques. In another 
embodiment, NOVX proteins are produced by recombinant DNA techniques. Alternative to 
30 recombinant expression, a NOVX protein or polypeptide can be synthesized chemically 
using standard peptide synthesis techniques. 

An "isolated" or "purified" polypeptide or protein or biologically-active portion thereof is 
substantially free of cellular material or other contaminating proteins from the cell or tissue 
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source from which the NOVX protein is derived, or substantially free from chemical 
precursors or other chemicals when chemically synthesized. The language "substantially 
free of cellular material" includes preparations of NOVX proteins in which the protein is 
separated from cellular components of the cells from which it is isolated or 
5 recombinantly-produced. In one embodiment, the language "substantially free of cellular 
material" includes preparations of NOVX proteins having less than about 30% (by dry 
weight) of non-NOVX proteins (also referred to herein as a "contaminating protein"), more 
preferably less than about 20% of non-NOVX proteins, still more preferably less than about 
10% of non-NOVX proteins, and most preferably less than about 5% of non-NOVX 
10 proteins. When the NOVX protein or biologically-active portion thereof is 

recombinantly-produced, it is also preferably substantially free of culture medium, ue. , 
culture medium represents less than about 20%, more preferably less than about 10%, and 
most preferably less than about 5% of the volume of the NOVX protein preparation. 
The language "substantially free of chemical precursors or other chemicals" includes 
1 5 preparations of NOVX proteins in which the protein is separated from chemical precursors 
or other chemicals that are involved in the synthesis of the protein. In one embodiment, the 
language "substantially free of chemical precursors or other chemicals" includes preparations 
of NOVX proteins having less than about 30% (by dry weight) of chemical precursors or 
non-NOVX chemicals, more preferably less than about 20% chemical precursors or 
20 non-NOVX chemicals, still more preferably less than about 10% chemical precursors or 
non-NOVX chemicals, and most preferably less than about 5% chemical precursors or 
non-NOVX chemicals. 

Biologically-active portions of NOVX proteins include peptides comprising amino acid 
sequences sufficiently homologous to or derived from the amino acid sequences of die 

25 NOVX proteins (e.g. 9 the amino acid sequence of SEQ ID NO:2n, wherein n is an integer 
between 1 and 85) that include fewer amino acids than the full-length NOVX proteins, and 
exhibit at least one activity of a NOVX protein. Typically, biologically-active portions 
comprise a domain or motif with at least one activity of the NOVX protein. A 
biologically-active portion of a NOVX protein can be a polypeptide which is, for example, 

30 10, 25, 50, 100 or more amino acid residues in length. 

Moreover, other biologically-active portions, in which other regions of the protein are 
deleted, can be prepared by recombinant techniques and evaluated for one or more of the 
functional activities of a native NOVX protein. 



f 
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In an embodiment, the NOVX protein has an amino acid sequence of SEQ ID NO:2tz, 
wherein n is an integer between 1 and 85. In other embodiments, the NOVX protein is 
substantially homologous to SEQ ID NO:2/i, wherein n is an integer between 1 and 85, and 
retains the functional activity of the protein of SEQ ID NOi2«, wherein n is an integer 
5 between 1 and 85, yet differs in amino acid sequence due to natural allelic variation or 

mutagenesis, as described in detail, below. Accordingly, in another embodiment, the NOVX 
protein is a protein that comprises an amino acid sequence at least about 45% homologous to 
the amino acid sequence of SEQ ID NO:2h, wherein n is an integer between 1 and 85, and 
retains the functional activity of the NOVX proteins of SEQ ID NO:2n, wherein n is an 
10 integer between 1 and 85. 

Determining Homology Between Two or More Sequences 

To. detennine the percent homology of two amino acid sequences or of two nucleic acids, the 
sequences are aligned for optimal comparison purposes (eg., gaps can be introduced in the 
sequence of a first amino acid or nucleic acid sequence for optimal alignment with a second 

1 5 amino or nucleic acid sequence). The amino acid residues or nucleotides at corresponding 
amino acid positions or nucleotide positions are then compared. When a position in the first 
sequence is occupied by the same amino acid residue or nucleotide as the corresponding 
position in the second sequence, then the molecules are homologous at that position (Le., as 
used herein amino acid or nucleic acid '•homology" is equivalent to amino acid or nucleic 

20 acid "identity 11 ). 

The nucleic acid sequence homology may be determined as the degree of identity between 
two sequences. The homology may be determined using computer programs known in the 
art, such as GAP software provided in the GCG program package. See, Needleman and 
Wunsch, 1970. JMol BiolAS: 443-453. Using GCG GAP software with the following 

25 settings for nucleic add sequence comparison: GAP creation penalty of 5.0 and GAP 

extension penalty of 0.3, the coding region of the analogous nucleic acid sequences referred 
to above exhibits a degree of identity preferably of at least 70% 75%, 80%, 85%, 90%, 95%, 
98%, or 99%, with the CDS (encoding) part of the DNA sequence of SEQ ID NO:2*-l, 
wherein n is an integer between 1 and 85. 

30 The term "sequence identity** refers to the degree to which two polynucleotide or 

polypeptide sequences are identical on a residue-by-residue basis over a particular region of 
comparison. The term "percentage of sequence identity* is calculated by comparing two 
optimally aligned sequences over that region of comparison, determining the number of 
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positions at which the identical nucleic acid base (eg.. A, T, C, G, U, or I, in the case of 
nucleic acids) occurs in both sequences to yield the number of matched positions, dividing 
the number of matched positions by the total number of positions in the region of 
comparison (*.e., the window size), and multiplying the result by 100 to yield the percentage 
5 of sequence identity. The term "substantial identity" as used herein denotes a characteristic 
of a polynucleotide sequence, wherein the polynucleotide comprises a sequence that has at 
least 80 percent sequence identity, preferably at least 85 percent identity and often 90 to 95 
percent sequence identity, more usually at least 99 percent sequence identity as compared to 
a reference sequence over a comparison region. 

10 Chimeric and Fusion Proteins 

The invention also provides NOVX chimeric or fusion proteins. As used herein, a NOVX 
"chimeric protein" or "fusion protein" comprises a NOVX polypeptide operatively-linked to 
a non-NOVX polypeptide. An "NOVX polypeptide" refers to a polypeptide having an 
amino acid sequence corresponding to a NOVX protein of SEQ ID NO:2n, wherein n is an 

15 integer between 1 and 85, whereas a "non-NOVX polypeptide" refers to a polypeptide 
having an amino acid sequence corresponding to a protein that is not substantially 
homologous to the NOVX protein, e.g. 9 a protein that is different from the NOVX protein 
and that is derived from the same or a different organism. Within a NOVX fusion protein 
the NOVX polypeptide can correspond to all or a portion of a NOVX protein, hi one 

20 embodiment, a NOVX fusion protein comprises at least one biologically-active portion of a 
NOVX protein. In another embodiment, a NOVX fusion protein comprises at least two 
biologically-active portions of a NOVX protein. In yet another embodiment, a NOVX 
fusion protein comprises at least three biologically-active portions of a NOVX protein. 
Within the fusion protein, the term "operatively-linked" is intended to indicate that the 

25 NOVX polypeptide and the non-NOVX polypeptide are fused in-frame with one another. 
The non-NOVX polypeptide can be fused to the N-terminus or C-terminus of the NOVX 
polypeptide. 

hi one embodiment, the fusion protein is a GST-NOVX fusion protein in which the NOVX 
sequences are fused to the C-terminus of the GST (glutathione S-transferase) sequences. 
30 Such fusion proteins can facilitate the purification of recombinant NOVX polypeptides. 
In another embodiment, the fusion protein is a NOVX protein containing a heterologous 
signal sequence at its N-terminus. hi certain host cells mammalian host cells), 
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expression and/or secretion of NOVX can be increased through use of a heterologous signal . 
sequence. 

In another embodiment, the fusion protein is a NOVX-immunoglobulin fusion protein in 
which the NOVX sequences are fused to sequences derived from a member of the 
5 immunoglobulin protein family. The NOVX-immunoglobulin fusion proteins of the 
invention can be incorporated into pharmaceutical compositions and administered to a 
subject to inhibit an interaction between a NOVX ligand and a NOVX protein on the surface 
of a cell, to thereby suppress NOVX-*nediated signal transduction m vrva. The 
NOVX-immunoglobulin fusion proteins can be used to affect the bioavailability of a NOVX 
10 cognate ligand. Inhibition of the NOVX ligand/NOVX interaction may be useful 

therapeutically for both the treatment of proliferative and differentiative disorders, as well as 
modulating (e.g., promoting or inhibiting) cell survival. Moreover, the 
NOVX-immunoglobulin fusion protons of the invention can be used as immunogens to 
produce anti-NOVX antibodies in a subject, to purify NOVX ligands, and in screening 
15 assays to identify molecules that inhibit the interaction of NOVX with a NOVX ligand. 
A NOVX chimeric or fusion protein of the invention can be produced by standard 
recombinant DNA techniques. For example, DNA fragments coding for the different 
polypeptide sequences are ligated together in-frame in accordance with conventional 
techniques, eg:, by employing blunt-ended or stagger-ended termini for ligation, restriction 
20 enzyme digestion to provide for appropriate termini, filling-in of cohesive ends as 

appropriate, alkaline phosphatase treatment to avoid undesirable joining, and enzymatic 
ligation. In another embodiment, the fusion gene can be synthesized by conventional 
techniques including automated DNA synthesizers. Alternatively, PGR amplification of 
gene fragments can be carried out using anchor primers that give rise to complementary 
25 overhangs between two consecutive gene fragments that can subsequently be annealed and 
reamplified to generate a chimeric gene sequence (see, e.g., Ausubel, et al (eds.) CURRENT 
Protocols in Molecular Biology, John Wiley & Sons, 1992). Moreover, many 
expression vectors are commercially available that already encode a fusion moiety (e.g., a 
GST polypeptide). A NOVX-encoding nucleic acid can be cloned into such an expression 
30 vector such that the fusion moiety is linked in-frame to the NOVX protein. 

NOVX Agonists and Antagonists 

The invention also pertains to variants of the NOVX proteins that function as either NOVX 
agonists (Le., mimetics) or as NOVX antagonists. Variants of the NOVX protein can be 
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generated by mutagenesis (ag., discrete point mutation or truncation of the NOVX piotein). 
An agonist of the NOVX piotein can retain substantially the same, or a subset o£ the 
biological activities of the naturally occurring form of the NOVX protein. An antagonist of 
the NOVX protein can inhibit one or more of the activities of the naturally occurring form of 
5 the NOVX protein by, for example, competitively binding to a downstream or upstream 
member of a cellular signaling cascade which includes the NOVX protein. Thus, specific 
biological effects can be elicited by treatment with a variant of limited function. In one 
embodiment, treatment of a subject with a variant having a subset of the biological activities 
of the naturally occurring form of the protein has fewer side effects in a subject relative to 

10 treatment with the naturally occurring form of the NOVX proteins. 

Variants of the NOVX proteins that function as either NOVX agonists (U, mimetics) or as 
NOVX antagonists can be identified by screening combinatorial libraries of mutants (eg:, 
truncation mutants) of the NOVX proteins for NOVX protein agonist or antagonist activity. 
In one embodiment, a variegated library of NOVX variants is generated by combinatorial 

1 5 mutagenesis at the nucleic acid level and is encoded by a variegated gene library. A 
variegated library of NOVX variants can be produced by, for example, enzymatically 
ligating a mixture of synthetic oligonucleotides into gene sequences such that a degenerate 
set of potential NOVX sequences is expressible as individual polypeptides, or alternatively, 
as a set of larger fusion proteins (e.g., for phage display) containing the set of NOVX 

20 sequences therein. There are a variety of methods which can be used to produce libraries of 
potential NOVX variants from a degenerate oligonucleotide sequence. Chemical synthesis 
of a degenerate gene sequence can be performed in an automatic DNA synthesizer, and the 
synthetic gene then ligated into an appropriate expression vector. Use of a degenerate set of 
genes allows for the provision, in one mixture, of all of the sequences encoding the desired 

25 set of potential NOVX sequences. Methods for synthesizing degenerate oligonucleotides are 
well-known within the art See, e.g., Narang, 1983. Tetrahedron 39: 3; Itakura, et al, 1984. 
Anna. Rev. Biochem. 53: 323; Itakura, et ah, 1984. Science 198: 1056; Ike, et al. 9 1983. Nucl 
Acids Res. 11:477. 

Polypeptide Libraries 

30 In addition, libraries of fragments of the NOVX protein coding sequences can be used to 

generate a variegated population of NOVX fragments for screening and subsequent selection 
of variants of a NOVX protein. In one embodiment, a library of coding sequence fragments 
can be generated by treating a double stranded PCR fragment of a NOVX coding sequence 
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with a nuclease under conditions wherein nicking occurs only about once per molecule, 
denaturing the double stranded DNA, renaturing the DNA to form double-stranded DNA that 
can include sense/antisense pairs from different nicked products, removing single stranded 
portions from reformed duplexes by treatment with Si nuclease, and ligating the resulting 
5 fragment library into an expression vector. By this method, expression libraries can be 
derived which encodes N-tenninal and internal fragments of various sizes of the NOVX 
proteins. 

Various techniques are known in the art for screening gene products of combinatorial 
libraries made by point mutations or truncation, and for screening cDNA libraries for gene 

10 products having a selected property. Such techniques are adaptable for rapid screening of 
. the gene libraries generated by fee combinatorial mutagenesis of NOVX proteins. The most . 
widely used techniques, which are amenable to high throughput analysis, for screening large 
gene libraries typically include cloning the gene library into repHcable expression vectors, 
transforming appropriate cells with the resulting library of vectors, and expressing the 

15 combinatorial genes under conditions in which detection of a desired activity facilitates 
isolation of the vector encoding the gene whose product was detected. Recursive ensemble 
mutagenesis (REM), a new technique that enhances the frequency of functional mutants in 
the libraries, can be used in combination with the screening assays to identify NOVX 
variants. See, e.g, Aririn and Yourvan, 1992. Proa Natl Acad. ScL USA 89: 7811-7815; 

20 Delgrave, et a/., 1993. Protein Engineering 6:327-331. 

Anti-NOVX Antibodies 

Included in the invention are antibodies to NOVX proteins, or fragments of NOVX proteins. 
The term "antibody" as used herein refers to immunoglobulin molecules and 
immunologically active portions of immunoglobulin (Ig) molecules, ue. y molecules that 

25 contain an antigen-binding site that specifically binds (immunoreacts with) an antigen. Such 
antibodies include, but are not limited to, polyclonal, monoclonal, chimeric, single chain, Fab, 
Fab' and F(av>2 fragments, and an Fab expression library. In general, antibody molecules 
obtained from humans relates to any of the classes IgG, IgM, IgA, IgE and IgD, which differ 
from one another by the nature of the heavy chain present in the molecule. Certain classes 

30 have subclasses as well, such as IgGi, IgCfe, and others. Furthermore, in humans, the light 
chain may be a kappa chain or a lambda chain. Reference herein to antibodies includes a 
reference to all such classes, subclasses and types of human antibody species. 
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An isolated protein of the invention intended to serve as an antigen, or a portion or fragment 
thereof can be used as an immunogen to generate antibodies that immunospecifically bind 
the antigen, using standard techniques for polyclonal and monoclonal antibody preparation. 
The full-length protein can be used or, alternatively, the invention provides antigenic peptide 
5 fragments of the antigen for use as immunogens. An antigenic peptide fragment comprises 
at least 6 amino acid residues of the amino acid sequence of the full length protein, such as 
an amino acid sequence of SEQ ID NO^i, wherein n is an integer between 1 and 85, and 
encompasses an epitope thereof such that an antibody raised against the peptide forms a 
specific immune complex with the full length protein or with any fragment that contains the 
10 epitope. Preferably, the antigenic peptide comprises at least 10 amino acid residues, or at 
least 15 amino arid residues, or at least 20 amino acid residues, or at least 30 amino acid 
residues. Preferred epitopes encompassed by the antigenic peptide are regions of the protein 
that are located on its surface; commonly these are hydrophilic regions. 
In certain embodiments of the invention, at least one epitope encompassed by the antigenic 
15 peptide is a region ofNOVX that is located on the surface of the protean, a hydrophilic 
region. A hydrophobicity analysis of the human NOVX protein sequence will indicate 
which regions of a NOVX polypeptide are particularly hydrophilic and, therefore, are likely 
to encode surface residues useful for targeting antibody production. As a means for targeting 
antibody production, hydropathy plots showing regions of hydrophilicity and hydrophobicity 
20 may be generated by any method well known in the art, including, for example, the Kyte 
Doolittle or the Hopp Woods methods, either with or without Fourier transformation. See, 
e.&, Hopp and Woods, 1981, Proa Nat. Acad Sci. USA 78: 3824-3828; Kyte and Doolittle 
19S2,J.MoLBioL 157: 1 05-142, each incorporated herein by reference in their entirety. 
Antibodies that are specific for one or more domains within an antigenic protein, or 
25 derivatives, fragments, analogs or homologs thereof, are also provided herein. 

The term "epitope" includes any protein determinant capable of specific binding to an 
immunoglobulin or T-cell receptor. Epitopic determinants usually consist of chemically 
active surface groupings of molecules such as amino acids or sugar side chains and usually 
have specific three-dimensional structural characteristics, as well as specific charge 
30 characteristics. A NOVX polypeptide or a fragment thereof comprises at least one antigenic 
epitope. An anti-NOVX antibody of the present invention is said to specifically bind to 
antigen NOVX when the equilibrium binding constant (K D ) is £1 pM, preferably < 100 nM, 
more preferably < 10 nM, and most preferably < lOOpM to about 1 pM, as measured by 
assays such as radioligand binding assays or similar assays known to those skilled in the art 
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A protein of the invention, or a derivative, fragment, analog, homolog or ortholog thereof; 
may be utilized as an immunogen in the generation of antibodies that immimospecifically 
bind these protein components. 

Various procedures known within the art may be used for the production of polyclonal or 
5 monoclonal antibodies directed against a protein of the invention, or against derivatives, 
fragments, analogs homologs or orthologs thereof (see, for example, Antibodies: A 
Laboratory Manual, Harlow E, and Lane D, 1988, Cold Spring Harbor Laboratory Press, 
Cold Spring Harbor, NY, incorporated herein by reference). Some of these antibodies are 
discussed below. 

10 Polyclonal Antibodies 

For the production of polyclonal antibodies, various suitable host animals (e.g. 9 rabbit, goat, 
mouse or other mammal) may be immunized by one or more injections with the native 
protein, a synthetic variant thereof, or a derivative of the foregoing. An appropriate 
immunogenic preparation can contain, for example, the naturally occurring immunogenic 

15 protein, a chemically synthesized polypeptide representing the immunogenic protein, or a 
recombinants expressed immunogenic protein. Furthermore, the protein may be 
conjugated to a second protein known to be immunogenic in the mammal being immunize d 
Examples of such immunogenic proteins include but are not limited to keyhole limpet 
hemocyanin, serum albumin, bovine thyroglobulin, and soybean trypsin inhibitor. The 

20 preparation can further include an adjuvant Various adjuvants used to increase the 

immunological response include, but are not limited to, Freund's (complete and incomplete), 
mineral gels (e.g., aluminum hydroxide), surface active substances (e.g., lysolecithin, 
pluronic polyols, polyanions, peptides, oil emulsions, diuitrophenol, etcJ) 9 adjuvants usable 
in humans such as Bacille Calmette-Guerin and Corynebacterium parvum, or similar 

25 immunostimulatory agents. Additional examples of adjuvants which can be employed 
include MPL-TDM adjuvant (monophosphoryl lipid A, synthetic trehalose 
dicorynomycolate). 

The polyclonal antibody molecules directed against the immunogenic protein can be isolated 
from the mammal (e.g., from the blood) and further purified by well known techniques, such 
30 as affinity chromatography using protein A or protein G, which provide primarily the IgG 
fraction of immune serum. Subsequently, or alternatively, the specific antigen that is the 
target of the immunoglobulin sought, or an epitope thereof; may be immobilized on a 
column to purify the immune specific antibody by immunoaffinity chromatography. 
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Purification of immunoglobulins is discussed, for example, by D. Wilkinson (The Scientist, 
published by The Scientist, Inc., Philadelphia PA, Vol. 14, No. 8 (April 17, 2000), pp. 
25-28). 

Monoclonal Antibodies 

5 The term "monoclonal antibody" (MAb) or "monoclonal antibody composition", as used 
herein, refers to a population of antibody molecules that contain only one molecular species 
of antibody molecule consisting of a unique light chain gene product and a unique heavy 
chain gene product In particular, the complementarity determining regions (CDRs) of the 
monoclonal antibody are identical in all the molecules of the population. MAbs thus contain 

10 an antigen binding site capable of immunoreacting with a particular epitope of the antigen 
characterized by a unique binding affinity for it 

Monoclonal antibodies can be prepared using hybridoma methods, such as those 
described by Kohler and Milstein, Nature, 256:495 (1975). In a hybridoma method, a 
mouse, hamster, or other appropriate host animal, is typically immunized with an 

1 5 immunizing agent to elicit lymphocytes that produce or are capable of producing antibodies 
that will specifically bind to the immunizing agent. Alternatively, the lymphocytes can be 
immunize d in vitro. 

The immunizing agent will typically include the protein antigen, a fragment thereof or a 
fusion protein thereof. Generally, either peripheral blood lymphocytes are used if cells of 

20 human origin are desired, or spleen cells or lymph node cells are used if non-human 

mammalian sources are desired The lymphocytes are then fused with an immortalized cell 
line using a suitable fusing agent, such as polyethylene glycol, to form a hybridoma cell 
(Goding, Monoclonal Antibodies: Principles and Practice, Academic Press, (1986) 
pp. 59-103). Immortalized cell lines are usually transformed mammalian cells, particularly 

25 myeloma cells of rodent, bovine and human origin. Usually, rat or mouse myeloma cell . 
lines are employed. The hybridoma cells can be cultured in a suitable culture medium that 
preferably contains one or more substances that inhibit the growth or survival of the unfused, 
immortalized cells. For example, if the parental cells lack the enzyme hypoxanthine guanine 
phosphoribosyl transferase (HGPRT or HPRT), the culture medium for the hybridomas 

30 typically will include hypoxanthine, aminopterin, and thymidine ("HAT medium 11 ), which 
substances prevent the growth of HGPRT-deficient cells. 

Preferred immortalized cell lines are those that fuse efficiently, support stable high level 
expression of antibody by the selected antibody-producing cells, and are sensitive to a 



51 



WO 2004/013347 PCT/US2003/024504 
medium such as HAT medium. More preferred immortalized cell lines are murine myeloma 
lines, which can be obtained, for instance, from the Salk Institute Cell Distribution Center, 
San Diego, California and the American Type Culture Collection, Manassas, Virginia. 
Human myeloma and mouse-human heteromyeloma cell lines also have been described for 
5 fee production of human monoclonal antibodies (Kozbor, J. Immunol., 133:3001 (1984); 
Brodeur et al., Monoclonal Antibody Production Techniques and Applications, Marcel 
Dekkeri Inc., New Yoik, (1987) pp. 51-63). 

The culture medium in which the hybridoma cells are cultured can then be assayed for the 
presence of monoclonal antibodies directed against the antigen. Preferably, the binding 

10 . specificity of monoclonal antibodies produced by the hybridoma cells is determined by 
immunoprecipitation or by an in vitro binding assay, such as radioimmunoassay (RIA) or 
enzyme-linked immunoabsoibent assay (EIISA). Such techniques and assays are known in 
the art The binding affinity of the monoclonal antibody can, for example, be determined by 
the Scatchard analysis ofMunson and Pollard, Anal. Biochem., 107:220 (1980). It is an 

1 5 objective, especially important in therapeutic applications of monoclonal antibodies, to 
identify antibodies having a high degree of specificity and a high binding affinity for the 
target antigen. 

After the desired hybridoma cells are identified, the clones can be subcloned by limiting 
dilution procedures and grown by standard methods (Goding,1986). Suitable culture media 

20 for this purpose include, for example, Dulbecco's Modified Eagle's Medium and RPMI-1640 
medium. Alternatively, the hybridoma cells can be grown in vivo as ascites in a mammal. 
The monoclonal antibodies secreted by the subclones can be isolated or purified from the 
culture medium or ascites fluid by conventional immunoglobulin purification procedures 
such as, for example, protein A-Sepharose, hydroxylapatite chromatography, gel 

25 electrophoresis, dialysis, or affinity chromatography. 

The monoclonal antibodies can also be made by recombinant DNA methods, such as those 
described in U.S. Patent No. 4,816,567. DNA encoding the monoclonal antibodies of the 
invention can be readily isolated and sequenced using conventional procedures (e.g. y by 
using oligonucleotide probes that are capable of binding specifically to genes encoding the 

30 heavy and light chains of murine antibodies). The hybridoma cells of the invention serve as 
a preferred source of such DNA. Once isolated, the DNA can be placed into expression 
vectors, which are then transfected into host cells such as simian COS cells, Chinese hamster 
ovary (CHO) cells, or myeloma cells that do not otherwise produce immunoglobulin protein, 
to obtain the synthesis of monoclonal antibodies in the recombinant host cells. The DNA 



52 



WO 2004/013347 PCT7US2003/024504 
also can be modified, for example, by substituting the coding sequence for human heavy and 
light chain constant domains in place of the homologous murine sequences (U.S. Patent No. 
4,816,567; Morrison, Nature 368, 812-13 (1994)) orby covalently joining to the 
immunoglobulin coding sequence all or part of the coding sequence for a 

5 non-immunoglobulin polypeptide. Such a non-immunoglobulin polypeptide can be 

substituted for the constant domains of an antibody of the invention, or can be substituted for 
the variable domains of one antigen-combining site of an antibody of the invention to create 
a chimeric bivalent antibody. 

Humanized Antibodies 

10 The antibodies directed against the protein antigens of the invention can further comprise 
humanized antibodies or human antibodies. These antibodies are suitable for administration 
to humans without engendering an immune response by the human against the administered 
" immunoglobulin. Humanized forms of antibodies are chimeric immunoglobulins, 
immunoglobulin chains or fragments thereof (such as Fv, Fab, Fab 1 , F(ab l ) 2 or other 

15 antigen-binding subsequences of antibodies) that are principally comprised of the sequence 
of a human immunoglobulin, and contain minimal sequence derived from a non-human 
immunoglobulin. Humanization can be performed following the method of Winter and 
co-workers (Jones et al., Nature, 321:522-525 (1986); Riechmann et al., Nature, 332:323-327 
(1988); Veihoeyen et al., Science, 239:1534-1536 (1988)), by substituting rodent CDRs or 

20 CDR sequences for the corresponding sequences of a human antibody. (See also U.S. Patent 
No. 5,225,539.) In some instances, Fv framework residues of the human immunoglobulin 
are replaced by corresponding non-human residues. Humanized antibodies can also 
comprise residues which are found neither in the recipient antibody nor in the imported CDR 
or framework sequences. In general, the humanized antibody will comprise substantially all 

25 of at least one, and typically two, variable domains, in which all or substantially all of the 
CDR regions correspond to those of a non-human immunoglobulin and all or substantially 
all of the framework regions are those of a human immunoglobulin consensus sequence. 
The humanized antibody optimally also will comprise at least a portion of an 
immunoglobulin constant region (Fc), typically that of a human immunoglobulin (Jones et 

30 al., 1986; Riechmann et al, 1988; and Presta, Curr. Op. Struct Biol., 2:593-596 (1992)). 
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Fully human antibodies essentially relate to antibody molecules in which the entire sequence 
of both the light chain and the heavy chain, including the CDRs, arise from human genes. 
Such antibodies are termed "human antibodies", or "folly human antibodies" herein. Human 
5 monoclonal antibodies can be prepared by the trioma technique; the human B-cell hybridoma 
technique (see Kozbor, et aL, 1983 Immunol Today 4: 72) and the EBV hybridoma 
technique to produce human monoclonal antibodies (see Cole, et ah, 1985 In: Monoclonal 
Antibodies and Cancer Therapy, Alan R. Liss, Lie, pp. 77-96). Human monoclonal 
antibodies may be utilized in the practice of the present invention and may be produced by 

10 using human hybridomas (see Cote, et aL, 1983. Proc Natl Acad Sci USA 80: 2026-2030) or 
by transforming human B-cells with Epstein Barr Virus in vitro (see Cole, et aL, 1985 In: 
Monoclonal Antibodies and Cancer Therapy, Alan R. liss, Inc., pp. 77-96). 
In addition, human antibodies can also be produced using additional techniques, including 
phage display libraries (Hoogenboom and Winter, J. MoL Biol., 227:381 (1991); Marks et 

15 aL, J. Mol. Biol., 222:581 (1991)). Similarly, human antibodies can be made by introducing 
human immunoglobulin loci into transgenic animals. For example, mice in which the 
endogenous immunoglobulin genes have been partially or completely inactivated. Upon 
challenge, human antibody production is observed, "which closely resembles that seen in 
humans in all respects, including gene rearrangement, assembly, and antibody repertoire. 

20 This approach is described, for example, in U.S. Patent Nos. 5,545,807; 5,545,806; 
5,569,825; 5,625,126; 5,633,425; 5,661,016, and in Marks et aL (Bio/Technology 10, 
779-783 (1992)); Lonberg et aL (Nature 368 856-859 (1994)); Morrison ( Nature 368, 
812-13 (1994)); Fishwild et al,( Nature Biotechnology 14, 845-51 (1996)); Neuberger 
(Nature Biotechnology 14, 826 (1996)); and Lonberg and Huszar (Intern. Rev. Immunol 13 

25 65-93(1995)). 

i 

Human antibodies may additionally be produced using transgenic nonhuman animals which 
are modified so as to produce fully human antibodies rather than the animal's endogenous 
antibodies in response to challenge by an antigen. (See PCT publication WO94/02602). The 
endogenous genes encoding the heavy and light immunoglobulin chains in the nonhuman 
30 host have been incapacitated, and active loci encoding human heavy and light chain 

immunoglobulins are inserted into the host's genome. The human genes are incorporated, 
for example, using yeast artificial chromosomes containing die requisite human DNA 
segments. An animal which provides all the desired modifications is then obtained as 
progeny by crossbreeding intermediate transgenic animals containing fewer than the full 
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complement of the modifications. The preferred embodiment of such a nonhuman animal is 
a mouse, and is termed the Xenomouse™ as disclosed in PCT publications WO 96/33735 
and WO 96/34096. This animal produces B cells which secrete fully human 
immunoglobulins. The antibodies can be obtained directly from the animal after 
5 immunization with an immunogen of interest, as, for example, a preparation of a polyclonal 
antibody, or alternatively from immortalized B cells derived from the animal, such as 
hybridomas producing monoclonal antibodies. Additionally, the genes encoding the 
immunoglobulins with human variable regions can be recovered and expressed to obtain the 
antibodies directly, or can be further modified to obtain analogs of antibodies such as, for 

1 0 example, single chain Fv molecules. 

An example of a method of producing a nonhuman host, exemplified as a mouse, lacking 
expression of an endogenous immunoglobulin heavy chain is disclosed in U.S. Patent No. 
5,939,598. It can be obtained by a method including deleting the J segment genes from at 
least one endogenous heavy chain locus in an embryonic stem cell to prevent rearrangement 

15 of the locus and to prevent formation of a transcript of a rearranged immunoglobulin heavy 
chain locus, the deletion being effected by a targeting vector containing a gene encoding a 
selectable marker, and producing from the embryonic stem cell a transgenic mouse whose 
somatic and germ cells contain the gene encoding the selectable marker. 
A method for producing an antibody of interest, such as a human antibody, is disclosed in 
' 20 U.S. Patent No. 5,916,771. It includes introducing an expression vector that contains a 
nucleotide sequence encoding a heavy chain into one mammalian host cell in culture, 
introducing an expression vector containing a nucleotide sequence encoding a light chain 
into another mammalian host cell, and fusing the two cells to form a hybrid cell The hybrid 
cell expresses an antibody containing the heavy chain and the light chain. 

25 In a further improvement on this procedure, a method for identifying a clinically relevant 
epitope cm an immunogen, and a correlative method for selecting an antibody that binds 
immunospecifically to the relevant epitope with high affinity, are disclosed in PCT 
publication WO 99/53049. 

F ab Fragments and Single Chain Antibodies 

30 According to the invention, techniques can be adapted for the production of single-chain 
antibodies specific to an antigenic protein of the invention (see cg. 9 U.S. Patent No. 
4,946,778). In addition, methods can be adapted for the construction of expression 
libraries (see eg., Huse, et al., 1989 Science 246: 1275-1281) to allow rapid and effective 
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identification of monoclonal Fab fragments with the desired specificity for a protein or 
derivatives, fragments, analogs or homologs thereof. Antibody fragments that contain the 
idiotypes to a protein antigen may be produced by techniques known in the art including, but 
not limited to: (i) an fragment produced by pepsin digestion of an antibody molecule; 

5 (ii) an Fab fragment generated by reducing the disulfide bridges of an F^-p fragment; (iii) an 
Fab fragment generated by the treatment of the antibody molecule with papain and a reducing 
agent and (iv) F v fragments. 

Bispecific Antibodies 

Bispecific antibodies are monoclonal, preferably human or humanized, antibodies that have 
10 binding specificities for at least two different antigens. In the present case, one of the 

binding specificities is for an antigenic protein of the invention. The second binding target is 
any other antigen, and advantageously is a cell-surface protein or receptor or receptor 
subunit 

Methods for making bispecific antibodies are known in the art Traditionally, the 

1 5 recombinant production of bispecific antibodies is based on the co-expression of two 

immunoglobulin heavy-chain/light-chain pairs, where the two heavy chains have different 
specificities (Milstein and Cuello, Nature, 305:537-539 (1983)). Because of the random 
assortment of immunoglobulin heavy and light chains, these hybridomas (quadromas) 
produce a potential mixture often different antibody molecules, of which only one has the 

20 correct bispecific structure. The purification of the correct molecule is usually accomplished 
by affinity chromatography. Similar procedures are disclosed in WO 93/08829, published 
13 May 1993, and in Traunecker et al.; EMBO J., 10:3655-3659 (1991). 
Antibody variable domains with the desired binding specificities (antibody-antigen 
. combining sites) can be fused to immunoglobulin constant domain sequences. The fusion 

25 preferably is with an immunoglobulin heavy-chain constant domain, comprising at least part 
of the hinge, CH2, and CH3 regions. It is preferred to have the first heavy-chain constant 
region (CHI) containing the site necessary for light-chain binding present in at least one of 
the fusions. DNAs encoding the immunoglobulin heavy-chain fusions and, if desired, the 
immunoglobulin light chain, are inserted into separate expression vectors, and are 

30 co-transfected into a suitable host organism. For further details of generating bispecific 
antibodies see, for example, Suresh et al., Methods in Enzymology, 121 :210 (1986). 
According to another approach described in WO 96/2701 1 , the interface between a pair of 
antibody molecules can be engineered to maximize the percentage of heterodimers that are 
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recovered from recombinant cell culture. The preferred interface comprises at least a part of 
the CH3 region of an antibody constant domain. In mis method, one or more small amino 
acid side chains from the interface of the first antibody molecule are replaced with larger 
side chains (eg., tyrosine or tryptophan). Compensatory "cavities" of identical or similar 

5 size to the large side chain(s) are created on the interface of the second antibody molecule by 
replacing large amino acid side chains with smaller ones (e.g., alanine or threonine). This 
provides a mechanism for increasing the yield of the heterodimer over other unwanted 
end-products such as homodimers. 

Bispecific antibodies can be prepared as full length antibodies or antibody fragments (e.g., 

10 F(ab')2 bispecific antibodies). Techniques for generating bispecific antibodies from antibody 
fragments have been described in the literature. For example, bispecific antibodies can be 
prepared using chemical linkage. Brennan et al., Science 229:81 (1985) describe a procedure 
wherein intact antibodies are proteolytically cleaved to generate F(ab , ) 2 fragments. These 
fragments are reduced in the presence of the di thiol complexing agent sodium arsenite to 

1 5 stabilize vicinal dithiols and prevent intermolecular disulfide formation. The Fab* fragments 
generated are then converted to thionitrobenzoate (TNB) derivatives. One of the Fab'-TNB 
derivatives is then reconverted to the Fab'-thiol by reduction with mercaptoethylamine and is 
mixed with an equimolar amount of the other Fab'-TNB derivative to form the bispecific 
antibody. The bispecific antibodies produced can be used as agents for the selective 

20 immobilization of enzymes. 

Additionally, Fab' fragments can be directly recovered from E. coli and chemically coupled 
to form bispecific antibodies. Shalaby et al., J. Exp. Med. 175:217-225 (1992) describe the 
production of a fully hunianized bisp^ Each Fab' fragment 

was separately secreted from E. coli and subjected to directed chemical coupling in vitro to 
' 25 form the bispecific antibody. The bispecific antibody thus formed was able to bind to cells 
overexpressing the ErbB2 receptor and normal human T cells, as well as trigger the lytic 
activity of human cytotoxic lymphocytes against human breast tumor targets. 
Various techniques for making and isolating bispecific antibody fragments directly from 
recombinant cell culture have also been described. For example, bispecific antibodies have 

30 been produced using leucine zippers. Kostelny et al., J. hnmunoL 148(5):1547-1553 (1992). 
The leucine zipper peptides from the Fos and Jun proteins were linked to the Fab' portions of 
two different antibodies by gene fusion. The antibody homodimers were reduced at the 
hinge region to form monomers and thai re-oxidized to form the antibody heterodimers. 
This method can also be utilized for the production of antibody homodimers. The "diabody" 
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technology described by Hollinger et al., Proc. Natl. Acad Sri. USA 90:6444-6448 (1993) 
has provided an alternative mechanism for making bispecific antibody fragments. The 
fragments comprise a heavy-chain variable domain (V H ) connected to a light-chain variable 
domain (Vi) by a linker that is too short to allow pairing between the two domains on the 
5 same chain. Accordingly, the Vh and Vl domains of one fragment are forced to pair with the 
complementary Vl and Vh domains of another fragment, thereby forming two 
antigen-binding sites. Another strategy for making bispecific antibody fragments by the use 
of single-chain Fv (sFv) dimers has also been reported. See, Gruber et al., J. Immunol. 
152:5368 (1994). 

10 Antibodies with more than two valencies are contemplated. For example, tri specific 
antibodies can be prepared. Tutt et al., J. Immunol. 147:60 (1991). 
Exemplary bispecific antibodies can bind to two different epitopes, at least one of which 
originates in the protein antigen of the invention. Alternatively, an anti-antigenic arm of an 
immunoglobulin molecule can be combined with an arm which binds to a triggering 

15 molecule on a leukocyte such as a T-cell receptor molecule (e.g. 9 CD2, CD3, CD28, or B7), 
or Fc receptors for IgG (FcyR), such as FcyRI (CD64), FcyRII (CD32) and FcyRDI (CD16) 
so as to focus cellular defense mechanisms to the cell expressing the particular antigen. 
Bispecific antibodies can also be used to direct cytotoxic agents to cells which express a 
particular antigen. These antibodies possess an antigen-binding arm and an arm which binds 

20 a cytotoxic agent or a radionuclide chelator, such as EOTUBE, DPTA, DOTA, or TETA. 
Another bispecific antibody of interest binds the protein antigen described herein and further 
binds tissue factor (TP). 

Heterocon jugate Antibodies 

Heteroconjugate antibodies are also within the scope of the present invention. 

25 Heteroconjugate antibodies are composed of two covalently joined antibodies. Such 

antibodies have, for example, been proposed to target immune system cells to unwanted cells 
(U.S. Patent No. 4,676,980), and for treatment of HIV infection (WO 91/00360; WO 
92/200373; EP 03089). It is contemplated that the antibodies can be prepared in vitro using 
known methods in synthetic protein chemistry, including those involving crosslinking 

30 agents. For example, immunotoxins can be constructed using a disulfide exchange reaction 
or by forming a thioether bond. Examples of suitable reagents for this purpose include 
iminothiolate and methyl-4-mercaptobutyrimidate and those disclosed, for example, in U.S. 
Patent No. 4,676,980. 
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It can be desirable to modify the antibody of the invention with respect to effector function, 
so as to enhance, e.g. 7 the effectiveness of the antibody in treating cancer. For example, 
cysteine residue(s) can be introduced into the Fc region, thereby allowing interchain 

5 disulfide bond formation in this region. The homodimeric antibody thus generated can have 
improved internalization capability and/or increased complement-mediated cell killing and 
antibody-dependent cellular cytotoxicity (ADCC). See Caron et al., J. Exp Med., 176: 
1191-1195 (1992) and Shopes, J. Immunol., 148: 2918-2922 (1992). Homodimeric 
antibodies with enhanced anti-tumor activity can also be prepared using heterobifunctional 

10 cross-linkers as described in Wolff et al. Cancer Research, 53: 2560-2565 (1993). 

Alternatively, an antibody can be engineered that has dual Fc regions and can thereby have 
enhanced complement lysis and ADCC capabilities. See Stevenson et al., Anti-Cancer Drug 
Design, 3: 219-230 (1989). 

■ 

Immunoconjugates 

1 5 The invention also pertains to immunoconjugates comprising an antibody conjugated to a 
cytotoxic agent such as a chemotherapeutic agent, toxin (&g. 9 an enzymatically active toxin 
of bacterial, fungal, plant, or animal origin, or fragments thereof), or a radioactive isotope 
(Le. 9 a radioconjugate). 

Chemotherapeutic agents useful in the generation of such immunoconjugates have been 
20 described above. Enzymatically active toxins and fragments thereof that can be used include 
diphtheria A chain, nonbinding active fragments of diphtheria toxin, exotoxin A chain (from 
Pseudomonas aeruginosa), ricin A chain, abrin A chain, modeccin A chain, alpha-sarcin, 
Aleurites fordii proteins, dianthin proteins, Phytolaca americana proteins (PAPI, P APE, and 
PAP-S), momordica charantia inhibitor, curcin, crotin, sapaonaria officinalis inhibitor, 
25 gelonin, mitogellin, restrictocin, phenomycin, enomycin, and the tricothecenes. A variety of 
radionuclides are available for the production of radioconjugated antibodies. Examples 
include 212 Bi, ,3, I, ,31 In, ^Y, and 186 Re. 

Conjugates of the antibody and cytotoxic agent are made using a variety ofbifunctional 
protein-coupling agents such as N-succinimidyl-3-(2-pyridyldithiol) propionate (SPDP), 
30 iminothiolane (FT), bifunctional derivatives of imidoesters (such as dimethyl adipimidate 
HCL), active esters (such as disuccinimidyl suberate), aldehydes (such as gjutareldehyde), 
bis-azido compounds (such as bis (p-azddobenzoyl) hexanediamine), bis-diazonium 
derivatives (such as bis-(p^azoniumbenzoyl)-ethylenediamine), diisocyanates (such as 
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tolyene 2,6-diisocyanate), and bis-active fluorine compounds (such as 
1 ,5-difluoro-2,4-dinitrobenzene). For example, a ricin immunotoxin can be prepared as 
described in Vitetta et al., Science, 238 : 1098 (1987). Caibon-14-labeled 
1 -isothiocyanatoben2yl-3-methyldiethylene triaminepentaacetic acid (MX-DTPA) is an 
5 exemplary chelating agent for conjugation of radionucleotide to the antibody. See 
WO94/11026. 

In another embodiment, the antibody can be conjugated to a "receptor" (such streptavidin) 
for utilization in tumor pretargeting wherein the antibody-receptor conjugate is administered 
to the patient, followed by removal of unbound conjugate from the circulation using a 
10 clearing agent and then administration of a Tigand" (ag., avidin) that is in turn conjugated to 
a cytotoxic agent 

Immunoliposomes 

The antibodies disclosed herein can also be formulated as immunoliposomes. liposomes 
containing the antibody are prepared by methods known in the art, such as described in 

15 Epstein et al., Proc. Natl. Acad. Sci. USA, 82: 3688 (1985); Hwang et al., Proc. Natl Acad. 
Sci. USA, 77: 4030 (1980); and U.S. Pat Nos. 4,485,045 and 4,544,545. Liposomes with 
enhanced circulation time are disclosed in U.S. Patent No. 5,013,556. 
Particularly useful liposomes can be generated by the reverse-phase evaporation method with 
a lipid composition comprising phosphatidylcholine, cholesterol, and PEG-derivatized 

20 phosphatidylethanolamine (PEG-PE). Liposomes are extruded through filters of defined 

pore size to yield liposomes with the desired diameter. Fab' fragments of the antibody of the 
present invention can be conjugated to the liposomes as described in Martin et al.^J. Biol. 
Chem., 257: 286-288 (1982) via a disulfide-interchange reaction. A chemotherapeutic agent 
(such as Doxorubicin) is optionally contained within the liposome. See Gabizon et al., J. 

25 National Cancer Inst, 81(19): 1484 (1989). 

Diagnostic Applications of Antibodies Directed Against the Proteins of the 
Invention 

In one embodiment, methods for the screening of antibodies that possess the desired 
specificity include, but are not limited to, enzyme linked immunosorbent assay (EUSA) and 
30 other immunologically mediated techniques known within the art In a specific embodiment, 
selection of antibodies that are specific to a particular domain of an NOVX protein is 
facilitated by generation of hybridomas that bind to the fragment of an NOVX protein 
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possessing such a domain. Thus, antibodies that are specific for a desired domain within an 
NOVX protein, or derivatives, fragments, analogs or homologs thereof are also provided 
herein. 

Antibodies directed against a NOVX protein ofthe invention may be used in jnethods known 
5 within the art relating to the localization and/or quantitation of a NOVX protein (eg., for use 
in measuring levels ofthe NOVX protein within appropriate physiological samples, for use 
in diagnostic methods, for use in imaging the protein, and the like). In a given embodiment, 
antibodies specific to a NOVX protein, or derivative, fragment, analog or homolog thereof; 
that contain the antibody derived antigen binding domain, are utilized as pharmacologically 
1 0 active compounds (referred to hereinafter as "Therapeutics"). 

An antibody specific for a NOVX protein of the invention (eg., a monoclonal antibody or a 
polyclonal antibody) can be used to isolate a NOVX polypeptide by standard techniques, 
such as immunoaffinity, chromatography or hnmunoprecipitation. An antibody to a NOVX 
polypeptide can facilitate the purification of a natural NOVX antigen from cells, or of a 

1 5 recombinantly produced NOVX antigen expressed in host cells. Moreover, such an 

anti-NOVX antibody can be used to detect the antigenic NOVX protein (eg., in a cellular 
lysate or cell supernatant) in order to evaluate the abundance and pattern of expression ofthe 
antigenic NOVX protein. Antibodies directed against a NOVX protein can be used 
diagnostically to monitor protein levels in tissue as part of a clinical testing procedure, eg., 

20 to, for example, determine the efficacy of a given treatment regimen. Detection can be 
facilitated by coupling (i.e, physically linking) the antibody to a detectable substance. 
Examples of detectable substances include various enzymes, prosthetic groups, fluorescent 
materials, luminescent materials, biohnninescent materials, and radioactive materials. 
Examples of suitable enzymes include horseradish peroxidase, alkaline phosphatase, 

25 ^-galactosidase, or acetylcholinesterase; examples of suitable prosthetic group complexes 
include strqptavidin/biotin and avidin/biofin; examples of suitable fluorescent materials 
include umbelHferone, fluorescein, fluorescein isothiocyanate, ihodamine, 
dichlorotriazinylamine fluorescein, dansyl chloride or phycoerythrin; an example of a 
luminescent material includes luminol; examples of bioluminescent materials include 

30 hiciferase, hiciferin, and aequorin, and examples of suitable radioactive material include 125 I, 
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Antibodies of the invention, including polyclonal, monoclonal, humanized and fully human 
antibodies, may used as therapeutic agents. Such agents will generally be employed to treat 
or prevent a disease or pathology in a subject An antibody preparation, preferably one 

5 having high specificity and high affinity for its target antigen, is administered to the subject 
and will generally have an effect due to its binding with the target Such an effect may be 
one of two kinds, depending on the specific nature of die interaction between die given 
antibody molecule and the target antigen in question. In the first instance, administration of 
the antibody may abrogate or inhibit the binding of the target with an endogenous ligand to 

10 which it naturally binds. In this case, the antibody binds to the target and masks a binding 
site of the naturally occurring ligand, wherein the ligand serves as an effector molecule. 
Thus the receptor mediates a signal transduction pathway for which ligand is responsible. 
Alternatively, the effect may be one in which the antibody elicits a physiological result by 
virtue of binding to an effector binding site on the target molecule. In this case the target, a 

1 5 receptor having an endogenous ligand that may be absent or defective in the disease or 

pathology, binds the antibody as a surrogate effector ligand, initiating a receptor-based signal 
transduction event by the receptor. 

A therapeutically effective amount of an antibody of the invention relates generally to the 
amount needed to achieve a therapeutic objective. As noted above, this may be a binding 

20 interaction between the antibody and its target antigen that, in certain cases, interferes with 
the functioning of the target, and in other cases, promotes a physiological response. The 
amount required to be administered will furthermore depend on the binding affinity of the 
antibody for its specific antigen, and will also depend on the rate at which an administered 
antibody is depleted from the free volume other subject to which it is administered. 

25 Common ranges for therapeutically effective dosing of an antibody or antibody fragment of 
the invention may be, by way of nonlimiting example, from about 0.1 mg/kg body weight to 
about 50 mg/kg body weight Common dosing frequencies may range, for example, from 
twice daily to once a week. 

Pharmaceutical Compositions of Antibodies 

30 Antibodies specifically binding a protein of the invention, as well as other molecules 

identified by the screening assays disclosed herein, can be administered for the treatment of 
various disorders in the form of pharmaceutical compositions. Principles and considerations 
involved in preparing such compositions, as well as guidance in die choice of components 
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are provided, for example, in Remington : The Science And Practice Of Pharmacy 19th ed. 

(Alfonso R. Gennaro, et al., editors) Mack Pub. Co., Easton, Pa. : 1995; Drug Absorption 

Enhancement : Concepts, Possibilities, Limitations, And Trends, Harwood Academic 

Publishers, Langhorne, Pa., 1994; and Peptide And Protein Drug Delivery (Advances In 

5 Parenteral Sciences, Vol. 4), 1991, M. Dekker, New York. 

If the antigenic protein is intracellular and whole antibodies are used as inhibitors, 
internalizing antibodies are preferred. However, liposomes can also be used to deliver the 
antibody, or an antibody fragment, into cells. Where antibody fragments are used, the 
smallest inhibitory fragment that specifically binds to the binding domain of the target 

10 protein is preferred. For example, based upon the variable-region sequences of an antibody, 
peptide molecules can be designed that retain the ability to bind the target protein sequence. 
Such peptides can be synthesized chemically and/or produced by recombinant DNA 
technology. See, e.g. 7 Marasco et aL, Proc. Natl. Acad. Sci. USA, 90: 7889-7893 (1993). 
The formulation herein can also contain more than one active compound as necessary for the 

15 particular indication being treated, preferably those with complementary activities that do not 
adversely affect each other. Alternatively, or in addition, the composition can comprise an 
agent that enhances its function, such as, for example, a cytotoxic agent, cytokine, 
chemotherapeutic agent, or growth-inhibitory agent. Such molecules are suitably present in 
combination in amounts that are effective for the purpose intended. 

20 The active ingredients can also be entrapped in microcapsules prepared, for example, by 
coacervaiion techniques or by interatrial polymerization, for example, 
hydroxymethylceUulose or gelatm-microcapsules and polymethylmethacrylate) 
microcapsules, respectively, in colloidal drug delivery systems (for example, liposomes, 
albumin microspheres, micro emulsions, nano-particles, and nanocapsules) or in 

25 macroemulsions. 

The formulations to be used for in vivo administration must be sterile. This is readily 
accomplished by filtration through sterile filtration membranes. 
Sustained-release preparations can be prepared. Suitable examples of sustained-release 
preparations include semipermeable matrices of solid hydrophobic polymers containing the 

30 antibody, which matrices are in the form of shaped articles, e.g., films, or microcapsules. 
Examples of sustained-release matrices include polyesters, hydrogels (for example, 
poly(2-hydioxyethyl-methacrylate), or poly(vinylalcohol)), polylactides (U.S. Pat No. 
3,773,919), copolymers of L-glutamic acid and y ethyl-L-glutamate, non-degradable 
ethylene-vinyl acetate, degradable lactic acid-glycolic acid copolymers such as the LUPRON 
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DEPOT ™ (injectable microspheres composed of lactic acid-glycolic acid copolymer and 

leuprolide acetate), and poly-D-(-)-3-hydn)xybutyric acid. While polymers such as 

ethylene^vinyl acetate and lactic acid-glycolic acid enable release of molecules for over 100 

days, certain hydrogels release proteins for shorter time periods. 

5 ELISA Assay 

An agent for detecting an analyte protein is an antibody capable of binding to an analyte 
protein, preferably an antibody with a detectable label. Antibodies can be polyclonal, or 
more preferably, monoclonal An intact antibody, or a fragment thereof (eg:, Fab or F (ab j2) 
can be used. The term "labeled", with regard to the probe or antibody, is intended to 

10 encompass direct labeling of the probe or antibody by coupling (f.e, physically linking) a 
detectable substance to the probe or antibody, as well as indirect labeling of the probe or 
. antibody by reactivity with another reagent that is directly labeled. Examples of indirect 
labeling include detection of a primary antibody using a fluorescently-labeled secondary 
antibody and end-labeling of a DNA probe with biotin such that it can be detected wife 

15 fluorescently-labeled streptavidin. The term "biological sample" is intended to include 

tissues, cells and biological fluids isolated from a subject, as well as tissues, cells and fluids 
present within a subject Included within the usage of the term "biological sample", 
therefore, is blood and a fraction or component of blood including blood serum, blood 
plasma, or lymph. That is, the detection method of the invention can be used to detect an 

20 analyte mRNA, protein, or genomic DNA in a biological sample in vitro as well as in vivo. 
Fdr example, in vitro techniques for detection of an analyte mRNA include Northern 
hybridizations and in situ hybridizations. In vitro techniques for detection of an analyte 
protein include enzyme linked immunosorbent assays (ELISAs), Weston blots, 
immunoprecipitations, and immunofluorescence. In vitro techniques for detection of an 

25 analyte genomic DNA include Southern hybridizations. Procedures for conducting 

immunoassays are described, for example in "ELISA: Theory and Practice: Methods in 
Molecular Biology", Vol. 42, J. IL Crowther (Ed.) Human Press, Totowa, NJ, 1 995; 
"Immunoassay"', E. Diamandis and T. Christopouhis, Academic Press, Inc., San Diego, CA, 
1996; and "Practice and Theory of Enzyme Immunoassays", P. Tijssen, Elsevier Science 

30 Publishers, Amsterdam, 1985. Furthermore, in vivo techniques for detection of an analyte 
protein include introducing into a subject a labeled anti-an analyte protein antibody. For 
example, the antibody can be labeled with a radioactive marker whose presence and location 
in a subject can be detected by standard imaging techniques. 
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Another aspect of the invention pertains to vectors, preferably expression vectors, containing 
a nucleic acid encoding a NOVX protein, or derivatives, fragments, analogs or homologs 
thereof. As used herein, the term "vector" refers to a nucleic acid molecule capable of 
5 transporting another nucleic acid to which it has been linked. One type of vector is a 

"plasmid", which refers to a circular double stranded DNA loop into which additional DNA 
segments can be ligated. Another type of vector is a viral vector, wherein additional DNA 
segments can be ligated into the viral genome. Certain vectors are capable of autonomous 
replication in a host cell into which they are introduced (e.g., bacterial vectors having a 

10 bacterial origin of replication and episomal mammalian vectors). Other vectors (eg., 
non-episomal mammalian vectors) are integrated into the genome of a host cell upon 
introduction into the host cell, and thereby are replicated along with the host genome. 
Moreover, certain vectors are capable of directing the expression of genes to which they are 
operatively-linked. Such vectors are referred to herein as "expression vectors". In general, 

15 useful expression vectors in recombinant DNA techniques are often in the form of plasmids. 
hi the present specification, "plasmid" and "vector" can be used interchangeably as the 
plasmid is fee most commonly used form of vector. However, the invention is intended to 
include such other forms of expression vectors, such as viral vectors (e.g 9 replication 
defective retroviruses, adenoviruses and adeno- associated viruses), which serve equivalent 

20 functions. 

The recombinant expression vectors of the invention comprise a nucleic acid of the invention 
in a form suitable for expression of the nucleic acid in a host cell, which means that the 
recombinant expression vectors include one or more regulatory sequences, selected on the 
basis of the host cells to be used for expression, that is operatively-linked to the nucleic acid 
25 sequence to be expressed. Within a recombinant expression vector, "operably-linked" is 
intended to mean that the nucleotide sequence of interest is linked to the regulatory 
sequence(s) in a manner that allows for expression of the nucleotide sequence {e.g. y in an in 
vitro transcription/translation system or in a host cell when the vector is introduced into the 
host cell). 

30 The term "regulatory sequence" is intended to includes promoters, enhancers and other 
expression control elements (e.g., polyadenylation signals). Such regulatory sequences are 
described, for example, in Goeddel, Genb EXPRESSION TECHNOLOGY: METHODS IN 
Enzvmology 185, Academic Press, San Diego, Calif. (1990). Regulatory sequences 
include those that direct constitutive expression of a nucleotide sequence in many types of 
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host cell and those that direct expression of the nucleotide sequence only in certain host cells 

(eg., tissue-specific regulatory sequences). It will be appreciated by those skilled in the art 

that the design of the expression vector can depend on such factors as the choice of the host 

cell to be transformed, the level of expression of protein desired, etc The expression vectors 

5 of the invention can be introduced into host cells to thereby produce proteins or peptides, 

including fusion proteins or peptides, encoded by nucleic acids as described herein (eg., 

NOVX proteins, mutant forms of NOVX proteins, fusion proteins, eta). 

The recombinant expression vectors of the invention can be designed for expression of 

NOVX proteins in prokaryotic or eukaryotic cells. For example, NOVX proteins can be 

expressed in bacterial cells such as Escherichia coli, insect cells (using baculovirus 

expression vectors) yeast cells or mammalian cells. Suitable host cells are discussed further 

in Goeddel, GENB EXPRESSION TECHNOLOGY: METHODS IN ENZYMOLOGY 1 85, Academic 

Press, San Diego, Calif (1990). Alternatively, the recombinant expression vector can be 

transcribed and translated in vitro, for example using T7 promoter regulatory sequences and 

15 17 polymerase. 

Expression of proteins in prokaryotes is most often carried out in Escherichia coli with 
vectors containing constitutive or inducible promoters directing the expression of either 
fusion or non-fusion proteins. Fusion vectors add a number of amino acids to a protein 
encoded therein, usually to the amino terminus of the recombinant protein. Such fusion 

20 vectors typically serve three purposes: (i) to increase expression of recombinant protein; (it) 
to increase the solubility of the recombinant protein; and (Hi) to aid in the purification of the 
recombinant protein by acting as a ligand in affinity purification. Often, in fusion expression 
vectors, a proteolytic cleavage site is introduced at the junction of the fusion moiety and the 
recombinant protein to enable separation of the recombinant protein from the fusion moiety 

25 subsequent to purification of the fusion protein. Such enzymes, and their cognate . 
recognition sequences, include Factor Xa, thrombin and enterokmase. Typical fusion 
Expression vectors include pGEX (Pharmacia Biotech Inc; Smith and Johnson, 1988. Gene 
67: 31-40), pMAL (New England Biolabs, Beverly, Mass.) and pRTTS (Pharmacia, 
Piscataway, N J.) that fuse glutathione S-transferase (GST), maltose E binding protein, or 

30 protein A, respectively, to the target recombinant protein. 

Examples of suitable inducible non-fusion E. coli expression vectors include pTrc (Amrann 
et a/., (1988) Gene 69301-315) and pET 1 Id (Studier et aJ., GENE EXPRESSION 
Technology: Methods in Enzymology 185, Academic Press, San Diego, Calif. (1990) 
60-89). 
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One strategy to maximize recombinant protein expression in E. coli is to express the protein 

in a host bacteria with an impaired capacity to proteolyticaUy cleave the recombinant protein. 

See, e.g, Gottesman, Gene Expression Technology: Methods in Enzymology 185, 

Academic Press, San Diegp, Calif. (1990) 1 19-128. Another strategy is to alter the nucleic 

5 acid sequence of the nucleic acid to be inserted into an expression vector so that the 

individual codons for each amino acid are those preferentially utilized in E. coli (see, e.g., 

Wada, et aL, 1992. NucL Adds Res. 20: 211 1-21 18). Such alteration of nucleic acid 

sequences of the invention can be carried out by standard DNA synthesis techniques. 

In another embodiment, the NOVX expression vector is a yeast expression vector. Examples 

10 of vectors for expression in yeast Saccharomyces cerivisae include pYepSecl (Baldari, et 

aL, 1987. EMBO J. 6: 229-234), pMFa (Knrjan and Herskowitz, 1982. Cell 30: 933-943), 

pJRY88 (Schultz et a/., 1987. Gene 54: 1 13-123), pYES2 (Invitrogen Corporation, San 

Diego, Calif.), and picZ (hiVitrogen Coip, San Diego, Calif.). 

Alternatively, NOVX can be expressed in insect cells using baculovirus expression vectors. 
15 Baculovirus vectors available for expression of proteins in cultured insect cells (e*g., SF9 
cells) include the pAc series (Smith, et al. 9 1983. Mol Cell Biol 3: 2156-2165) and the pVL 
series (Lucldow and Summers, 1989. Virology 170: 31-39). 

In yet another embodiment, a nucleic acid of die invention is expressed in mammalian cells 
using a mammalian expression vector. Examples of mammalian expression vectors include 

20 pCDM8 (Seed, 1987. Nature 329: 840) and pMT2PC (Kaufinan, et aL, 1987. EMBO J. 6: 

1 87-195). When used in mammalian cells, the expression vector's control functions are often 
provided by viral regulatory elements. For example, commonly used promoters are derived 
from polyoma, adenovirus 2, cytomegalovirus, and simian virus 40. For other suitable 
expression systems for both prokaryotic and eukaryotic cells see, e.g., Chapters 1 6 and 17 of 

25 Sambrook, et aL, Molecular Cloning: A Laboratory Manual. 2nd ed., Cold Spring 
Harbor Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1989. 
In another embodiment,. the recombinant mammalian expression vector is capable of 
directing expression of the nucleic acid preferentially in a particular cell type (e.g., 
tissue-specific regulatory elements are used to express die nucleic acid). Tissue-specific 

30 regulatory elements are known in the art Non-limiting examples of suitable tissue-specific 
promotes include the albumin promoter (liver-specific; Pinkert, et aL, 1987. Genes Dev. 1 : 
268-277), lymphoid-specific promoters (Calame and Eaton, 1988. Adv. Immunol 43: 
235-275), in particular promoters of T cell receptors (Winoto and Baltimore, 1989. EMBO J. 
8: 729-733) and immunoglobulins (Banerji, et aL, 1983. Cell 33: 729-740; Queen and 
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Baltimore, 1983. Cell 33: 741-748), neuron-specific promoters (e,g, the neurofilament 

promoter, Byrne and Ruddle, 1989. Proa Natl Acad ScL USA 86: 5473-5477), 

pancreas-specific promoters (Edlund, et al^ 1985. Science 230: 912-916), and mammary 

gland-specific promoters (ag, milk whey promoter, U.S. Pat No. 4,873316 and European 

5 Application Publication No. 264,1 66). Developmentally-regulated promoters are also 

encompassed, e.g., the murine hox promoters (Kessel and Grass, 1990. Science 249: 

374-379) and the a-fetoprotein promoter (Campes and Tilghman, 1989. Genes Dev. 3: 

537-546). 

The invention further provides a recombinant expression vector comprising a DNA molecule 

10 of the invention cloned into the expression vector in an antisense orientation. That is, the 
DNA molecule is operatively-linked to a regulatory sequence in a maimer that allows for 
expression (by transcription of the DNA molecule) of an RNA molecule that is antisense to 
NOVX mRNA. Regulatory sequences operatively linked to a nucleic acid cloned in the 
antisense orientation can be chosen that direct the continuous expression of the antisense 

15 RNA molecule in a variety of cell types, for instance viral promoters and/or enhancers, or 
regulatory sequences can be chosen that direct constitutive, tissue specific or cell type 
specific expression of antisense RNA. The antisense expression vector can be in the form of 
a recombinant plasmid, phagemid or attenuated virus in which antisense nucleic acids are 
produced under the control of a high efficiency regulatory region, the activity of which can 

20 be determined by the cell type into which the vector is introduced. For a discussion of the 
regulation of gene expression using antisense genes see, ag, Weintraub, et aL 9 "Antisense 
RNA as a molecular tool for genetic analysis," Reviews-Trends in Genetics, Vol. 1(1) 1986. 
Another aspect of the invention pertains to host cells into which a recombinant expression 
vector of the invention has been introduced. The terms "host cell" and "recombinant host 

25 cell" are used interchangeably herein. It is understood that such terms refer not only to the 
particular subject cell but also to the progeny or potential progeny of such a cell. Because 
certain modifications may occur in succeeding generations due to either mutation or 
environmental influences, such progeny may not, in fact, be identical to the parent cell, but 
are still included within the scope of the term as used herein. 

30 A host cell can be any prokaryotic or eukaryotic celL For example, NOVX protein can be 
expressed in bacterial cells such as E, coli, insect cells, yeast or mammalian cells (such as 
Chinese hamster ovary cells (CHO) or COS cells). Other suitable host cells are known to 
those skilled in the art. 
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Vector DNA can be introduced into prokaryotic or eukaryotic cells via conventional 

transformation or transfection techniques. As used herein, the terms "transformation" and 

"transfection" are intended to refer to a variety of art-recognized techniques for introducing 

foreign nucleic acid (eg, DNA) into a host cell, including calcium phosphate or calcium 

5 chloride co-precipitation, DEAE-dextran-mediated transfection, lipofection, or 

electroporation. Suitable methods for transforming or transfecting host cells can be found in 

Sambrook, et ah (Molecular Cloning: A Laboratory Manual. 2nd ed, Cold Spring 

Haibor Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1989), 

and other laboratory manuals. 

1 0 For stable transfection of mammalian cells, it is known that, depending upon the expression 
vector and transfection technique used, only a small fraction of cells may integrate the 
foreign DNA into their genome. In order to identify and select these integrants, a gene that 
. encodes a selectable marker (eg., resistance to antibiotics) is generally introduced into the 
host cells along with the gene of interest Various selectable markers include those that 

1 5 confer resistance to drugs, such as G41 8, hygromycin and methotrexate. Nucleic acid 
encoding a selectable marker can be introduced into a host cell on the same vector as that 
encoding NOYX or can be introduced on a separate vector. Cells stably transfected with the 
introduced nucleic acid can be identified by drug selection (e.g, cells that have incorporated 
the selectable marker gene will survive, while the other cells die). 

20 A host cell of the invention, such as a prokaryotic or eukaryotic host cell in culture, can be 
used to produce (La, express) NOVX protein. Accordingly, the invention further provides 
methods for producing NOVX protein using the host cells of the invention. In one 
embodiment, the method comprises culturing the host cell of invention (into which a 
recombinant expression vector encoding NOVX protein has been introduced) in a suitable 

25 medium such that NOVX protein is produced. In another embodiment, the method further 
comprises isolating NOVX protein from the medium or the host cell. 

Transgenic NOVX Animals 

The host cells of the invention can also be used to produce non-human transgenic animals 
For example, in one embodiment, a host cell of the invention is a fertilized oocyte or an 
30 embryonic stem cell into which NOVX protein-coding sequences have been introduced 

Such host cells can then be used to create non-human transgenic animals in which exogenous 
NOVX sequences have been introduced into their genome or homologous recombinant 
animals in which endogenous NOVX sequences have been altered. Such animals are useful 
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for studying the function and/or activity of NOVX protein and for identifying and/or 

evaluating modulators of NOVX protein activity. As used herein, a "transgenic animal" is a 

non-human animal, preferably a mammal, more preferably a rodent such as a rat or mouse, in 

which one or more of the cells of the animal includes a transgene. Other examples of 

5 transgenic animals include non-human primates, sheep, dogs, cows, goats, chickens, 

amphibians, eta A transgene is exogenous DNA that is integrated into the genome of a cell 
from which a transgenic animal develops and that remains in the genome of the mature 
animal, thereby directing the expression of an encoded gene product in one or more cell 
types or tissues of the transgenic animal. As used herein, a "homologous recombinant 

1 0 animal" is a non-human animal, preferably a mammal, more preferably a mouse, in which an 
. endogenous NOVX gene has been altered by homologous recombination between the 
endogenous gene and an exogenous DNA molecule introduced into a cell of the animal, eg., 
• an embryonic cell of the animal, prior to development of the animal. 
• A transgenic animal of the invention can be created by introducing a NOVX-encoding 

15 nucleic acid into die male pronuclei of a fertilized oocyte (e.g. , by microinjection, retroviral 
infection) and allowing the oocyte to develop in a pseudopregnant female foster animal. The 
human NOVX cDNA sequences, ie* 9 any one of SEQ ID NO:2n-l, wherein n is an integer 
between 1 and 85, can be introduced as a transgene into the genome of a non-human animal. 
Alternatively, a non-human homologue of the human NOVX gene, such as a mouse NOVX 

20 gene, can be isolated based on hybridization to the human NOVX cDNA (described further 
siqtra) and used as a transgene. intronic sequences and polyadenylation signals can also be 
included in the transgene to increase the efficiency of expression of the transgene. A 
tissue-specific regulatory sequences) can be operably-linked to the NOVX transgene to 
direct expression of NOVX protein to particular cells. Methods for generating transgenic 

25 animals via embryo manipulation and microinjection, particularly animals such as mice, 
have become conventional in the art and are described, for example, in U.S. Patent Nos. 
4,736,866; 4,870,009; and 4,873,191; andHogan, 1986. In: Manipulating THE MOUSE 
EMBRYO, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y. Similar methods 
are used for production of other transgenic animals. A transgenic founder animal can be 

30 identified based upon the presence of the NOVX transgene in its genome and/or expression 
of NOVX mRNA in tissues or cells of the animals. A transgenic founder animal can then be 
used to breed additional animals carrying the transgene. Moreover, transgenic animals 
carrying a transgene-encoding NOVX protein can further be bred to other transgenic animals 
carrying other transgenes. 



70 



WO 2004/013347 PCT/US2003/024504 
To create a homologous recombinant animal, a vector is prepared which contains at least a 

portion of a NOVX gene into which a deletion, addition or substitution has been introduced 

to thereby alter, e.g. 9 functionally disrupt, the NOVX gene. The NOVX gene can be a 

human gene (e.g. 9 the cDNA of any one of SEQ ID NO:2ji-1, wherein n is an integer 

5 between 1 and 85), but more preferably, is a non-human homologue of a human NOVX 

gene. For example, a mouse homologue of human NOVX gene of SEQ ID NO:2n-l, 

wherein n is an integer between 1 and 85, can be used to construct a homologous 

recombination vector suitable for altering an endogenous NOVX gene in the mouse genome. 

In one embodiment, the vector is designed such that, upon homologous recombination, the 

. 1Q endogenous NOVX gene is functionally disrupted (le., no longer encodes a functional 

protein; also referred to as a "knock out" vector). 

Alternatively, the vector can be designed such that, upon homologous recombination, the 
endogenous NOVX gene is mutated or otherwise altered but still encodes functional protein 
(e.g., the upstream regulatory region can be altered to thereby alter die expression of the 

1 5 endogenous NOVX protein). In die homologous recombination vector, the altered portion of 
the NOVX gene is flanked at its 5 - and 3-termini by additional nucleic acid of the NOVX 
gene to allow for homologous recombination to occur between the exogenous NOVX gene 
carried by the vector and an endogenous NOVX gene in an embryonic stem cell. The 
additional flanking NOVX nucleic acid is of sufficient length for successful homologous 

20 recombination with the endogenous gene. Typically, several kilobases of flanking DNA 

(both at the 5'- and 3-tennini) are included in the vector. See, e.g, Thomas, et aL, 1987. Cell 
5 1 : 503 for a description of homologous recombination vectors. The vector is ten introduced 
into an embryonic stem cell line (eg., by electroporation) and cells in which the introduced 
NOVX gene has homologously-recombined with the endogenous NOVX gene are selected. 

25 See, &g 9 li, et al 9 1992. Cell 69: 915. 

The selected cells are then injected into a blastocyst of an animal (e.g., a mouse) to form 
aggregation chimeras. See, e.g., Bradley, 1987. In: Teratocaronomas and Embryonic 
Stem. Cells: A Practical Approach, Robertson, e& IRL, Oxford, pp. 1 13-152. A 
chimeric embryo can then be implanted into a suitable pseudopregnant female foster animal 

30 and the embryo brought to term. Progeny harboring the homologously-recombined DNA in 
their germ cells can be used to breed animals in which all cells of the animal contain die 
homologously-recombined DNA by gennline transmission of the transgene. Methods for 
constructing homologous recombination vectors and homologous recombinant animals are 
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described further in Bradley, 1991. Curr. Opvu Biotechnol 2: 823-829; PCT International 
PubHcationNos.: WO 90/11354; WO 91/01140; WO 92/0968; and WO 93/04169. 
In another embodiment, transgenic non-humans animals can be produced that contain 
selected systems that allow for regulated expression of the transgene. One example of such a 
5 system is the cre/loxP recombinase system of bacteriophage PI. For a description of the 
cre/loxP recombinase system, see, e.g., Lakso, et aL, 1992. Proa Natl Acad. Sci. USA 89: 
6232-6236. Another example of a recombinase system is the FLP recombinase system of 
Saccharomyces cerevisiae. See, O'Gorman, et al., 1991. Science 251:1351-1355. If a 
cre/loxP recombinase system is used to regulate expression of the transgene, animals 

10 containing transgenes encoding both the Cre recombinase and a selected protein are required. 
Such animals can be provided through the construction of "double" transgenic animals, e.g., 
by mating two transgenic animals, one containing a transgene encoding a selected protein 
: and the other containing a transgene encoding a recombinase. » 
Clones of the non-human transgenic animals described herein can also be produced 

15 according to the methods described in Wilmut, et al, 1997. Nature 385: 810-813. In brief, a 
cell (eg., a somatic cell) from the transgenic animal can be isolated and induced to exit the 
growth cycle and enter Go phase. The quiescent cell can then be fused, eg., through the use 
of electrical pulses, to an enucleated oocyte from an animal of the same species from which 
the quiescent cell is isolated. The reconstructed oocyte is then cultured such that it develops 

20 to morula or blastocyte and then transferred to pseudopregnant female foster animal. The 
offspring borne of this female foster animal will be a clone of the animal from which the ceU 
(eg., the somatic cell) is isolated. 

Pharmaceutical Compositions 

The NOVX nucleic acid molecules, NOVX proteins, and anti-NOVX antibodies (also 
25 referred to herein as "active compounds") of the invention, and derivatives, fragments, 
analogs and homologs thereof^ can be incorporated into pharmaceutical compositions 
suitable for administration. Such compositions typically comprise the nucleic acid molecule, 
protein, or antibody and a pharmaceutically acceptable carrier. As used herein, 
"phannaceutically acceptable carrier" is intended to include any and all solvents, dispersion 
30 media, coatings, antibacterial and antifungal agents, isotonic and absorption delaying agents, 
and the like, compatible with pharmaceutical administration. Suitable carriers are described 
in the most recent edition of Remington's Pharmaceutical Sciences, a standard reference text 
in the field, which is incorporated herein by reference. Preferred examples of such carriers 
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or diluents include, but are not limited to, water, saline, finger's solutions, dextrose solution, 
and 5% human serum albumin. liposomes and non-aqueous vehicles such as fixed oils may 
also be used. The use of such media and agents for pharmaceutical^ active substances is 
well known in the art Except insofar as any conventional media or agent is incompatible 
5 with the active compound, use thereof in the compositions is contemplated. Supplementary 
active compounds can also be incorporated into the compositions. 
A pharmaceutical composition of the invention is formulated to be compatible with its 
intended route of administration. Examples of routes of administration include parenteral, 
e.g., intravenous, intradermal, subcutaneous, oral (ag., inhalation), transdermal (f.e., topical), 
10 transmucosal, and rectal administration. Solutions or suspensions used for parenteral, 
intradermal, or subcutaneous application can include the following components: a sterile 
diluent such as water for injection, saline solution, fixed oils, polyethylene glycols, 
glycerine, propylene glycol or other synthetic solvents; antibacterial agents such as benzyl 
alcohol or methyl parabens; antioxidants such as ascorbic acid or sodium bisulfite; chelating 
15 agents such as ethylenediaminetetraacetic acid (EDTA); buffers such as acetates, citrates or 
phosphates, and agents for the adjustment of tonicity such as sodium chloride or dextrose. 
The pH can be adjusted wijh acids or bases, such as hydrochloric acid or sodium hydroxide. 
The parenteral preparation can be enclosed in ampoules, disposable syringes or multiple dose 
vials made of glass or plastic. 
20 ' Pharmaceutical compositions suitable for injectable use include sterile aqueous solutions 
(where water soluble) or dispersions and sterile powders for the extemporaneous preparation 
of sterile injectable solutions or dispersion. For intravenous administration, suitable carriers 
include physiological saline, bacteriostatic water, Cremophor EL™ (BASF, Parsippany, N J.) 
or phosphate buffered saline (PBS). In all cases, the composition must be sterile and should 
25 be fluid to the extent that easy syringeability exists. It must be stable under the conditions of 
manufacture and storage and must be preserved against the contaminating action of 
microorganisms such as bacteria and fungi. The carrier can be a solvent or dispersion 
medium containing, for example, water, ethanol, polyol (for example, glycerol, propylene 
glycol, and liquid polyethylene glycol, and the like), arid suitable mixtures thereof. The 
30 proper fluidity can be maintained, for example, by the use of a coating such as lecithin, by 
the maintenance of the required particle size in the case of dispersion and by the use of 
surfactants. Prevention of the action of microorganisms can be achieved by various 
antibacterial and antifungal agents, for example, parabens, chlorobutanol, phenol, ascorbic 
acid, thimerosal, and the Kke. In many cases, it will be preferable to include isotonic agents, 
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for example, sugars, polyalcohols such as manitol, sorbitol, sodium chloride in fee 
composition. Prolonged absorption of the injectable compositions can be brought about by 
including in the composition an agent that delays absorption, for example, aluminum 
monostearate and gelatin. 
5 Sterile injectable solutions can be prepared by incorporating the active compound (e.g., a 
NOVX protein or anti-NOVX antibody) in the required amount in an appropriate solvent 
with one or a combination of ingredients enumerated above, as required, followed by filtered 
sterilization. Generally, dispersions are prepared by incorporating the active compound into 
a sterile vehicle that contains a basic dispersion medium and the required other ingredients 
1 0 from those enumerated above. In the case of sterile powders for the preparation of sterile 
injectable solutions, methods of preparation are vacuum drying and freeze-drying that yields 
a powder of the active ingredient plus any additional desired ingredient from a previously 
sterile-filtered solution thereof 

Oral compositions generally include an inert diluent or an edible carrier. They can be 
15 enclosed in gelatin capsules or compressed into tablets. For the purpose of oral therapeutic 
administration, the active compound can be incorporated with excipients and used in the 
form of tablets, troches, or capsules. Oral compositions can also be prepared using a fluid 
carrier for use as a mouthwash, wherein the compound in the fluid carrier is applied orally 
and swished and expectorated or swallowed. Phannaceutically compatible binding agents, 
20 and/or adjuvant materials can be included as part of the composition. The tablets, pills, 

capsules, troches and the like can contain any of the following ingredients, or compounds of 
a similar nature: a binder such as microcrystalline cellulose, gum tragacanth or gelatin; an 
excipient such as starch or lactose, a disintegrating agent such as alginic acid, Primogel, or 
corn starch; a lubricant such as magnesium stearate or Sterotes; a glidant such as colloidal 
25 silicon dioxide; a sweetening agent such as sucrose or saccharin; or a flavoring agent such as 
peppermint, methyl salicylate, or orange flavoring. 

For administration by inhalation, the compounds are delivered in fee form of an aerosol 
spray from pressured container or dispenser that contains a suitable propellant, eg., a gas 
such as carbon dioxide, or a nebulizer. 
30 Systemic administration can also be by transmucosal or transdermal means. For 

transmucosal or transdermal administration, penetrants appropriate to the barrier to be 
permeated are used in the formulation. Such penetrants are generally known in fee art, and 
include, for example, for transmucosal administration, detergents, bile salts, and fusidic acid 
derivatives. Transmucosal administration can be accomplished through fee use of nasal 
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sprays or suppositories. For transdermal administration, the active compounds are 

formulated into ointments, salves, gels, or creams as generally known in the art 

The compounds can also be prepared in the form of suppositories (e.g. 9 with conventional 

suppository bases such as cocoa butter and other glycerides) or retention enemas for rectal 

5 delivery. 

In one embodiment, the active compounds are prepared with earners that will protect the 
compound against rapid elimination from the body, such as a controlled release formulation, 
including implants and microencapsulated delivery systems. Biodegradable, biocompatible 
polymers can be used, such as ethylene vinyl acetate, polyanhydrides, polyglycolic acid, 

10 collagen, polyorthoesters, and polylactic acid Methods for preparation of such formulations 
will be apparent to those skilled in the art. The materials can also be obtained commercially 
from Alza Corporation and Nova Pharmaceuticals, Inc. Liposomal suspensions (including 
liposomes targeted to infected cells with monoclonal antibodies to viral antigens) can also be 
used as pharmaceutical^ acceptable carriers. These can be prepared according to methods 

15 known to those skilled in the art, for ©cample, as described in U.S. Patent No. 4,522,81 1. 
It is especially advantageous to formulate oral or parenteral compositions in dosage unit 
form for ease of administration and uniformity of dosage. Dosage unit form as used herein 
refers to physically discrete units suited as unitary dosages for the subject to be treated; each 
unit containing a predetermined quantity of active compound calculated to produce the 

20 desired therapeutic effect in association with the required pharmaceutical carrier. The 
specification for the dosage unit forms of the invention are dictated by and directly 
dependent on the unique characteristics of the active compound and the particular therapeutic 
effect to be achieved, and the limitations inherent in the art of compounding such an active 
compound for the treatment of individuals. 

25 The nucleic acid molecules of the invention can be inserted into vectors and used as gene 
therapy vectors. Gene therapy vectors can be delivered to a subject by, for example, 
intravenous injection, local administration (see, e*g, U.S. Patent No. 5,328,470) or by 
stereotactic injection (see, eg., Chen, et al. y 1994. Proc. Natl. Acad ScL USA 91: 
3054-3057). The pharmaceutical preparation of the gene therapy vector can include the 

30 gene therapy vector in an acceptable diluent, or can comprise a slow release matrix in which 
the gene delivery vehicle is imbedded. Alternatively, where the complete gene delivery 
vector can be produced intact from recombinant cells, e.g. 9 retroviral vectors, the 
pharmaceutical preparation can include one or more cells that produce die gene delivery 
system. 
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The pharmaceutical compositions can be included in a container, pack, or dispenser together 

with instructions for administration. 



Screening and Detection Methods 

The isolated nucleic acid molecules of the invention can be used to express NOVX protein 
5 (eg., via a recombinant expression vector in a host cell in gene therapy applications), to 
detect NOVX mRNA (eg., in a biological sample) or a genetic lesion in a NOVX gene, and 
to modulate NOVX activity, as described further, below. In addition, the NOVX proteins 
can be used to screen drugs or compounds that modulate the NOVX protein activity or 
expression as well as to treat disorders characterized by insufficient or excessive production 

1 0 of NOVX protein or production of NOVX protein forms that have decreased or aberrant 
activity compared to NOVX wild-type protein (e.g. \ diabetes (regulates insulin release); 
. . obesity (binds and transport lipids); metabolic disturbances associated with obesity, the 
metabolic syndrome X as well as anorexia and wasting disorders associated with chronic 
diseases and various cancers, and infectious disease (possesses anti-microbial activity) and 

15 the various dyslipidemias. In addition, the anti-NOVX antibodies of the invention can be 
used to detect and isolate NOVX proteins and modulate NOVX activity. In yet a further 
aspect, the invention can be used in methods to influence appetite, absorption of nutrients 
and the disposition of metabolic substrates in both a positive and negative fashion. 
The invention further pertains to novel agents identified by the screening assays described 

20 . herein and uses thereof for treatments as described, supra. 

Screening Assays 

The invention provides a method (also referred to herein as a "screening assay") for 
identifying modulators, Le* 9 candidate or test compounds or agents (e.g., peptides, 
peptidomimetics, small molecules or other drugs) that bind to NOVX proteins or have a 

25 stimulatory or inhibitory effect on, e*g., NOVX protein expression or NOVX protein activity. 
The invention also includes compounds identified in the screening assays described herein. 

In one embodiment, the invention provides assays for screening candidate or test 
compounds that bind to or modulate the activity of the membrane-bound form of a NOVX 
protein or polypeptide or biologically-active portion thereof. The test compounds of the 

30 invention can be obtained using any of the numerous approaches in combinatorial library 
methods known in the ait, including: biological libraries; spatially addressable parallel solid 
phase or solution phase libraries; synthetic library methods requiring deconvohition; the 
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"one-bead one-compound" library method; and synthetic library methods using affinity 

chromatography selection. The biological library approach is limited to peptide libraries, 

while the other four approaches are applicable to peptide, non-peptide oligomer or small 

molecule libraries of compounds. See, e.g, Lam, 1997 Anticancer Drug Design 12: 145. 

5 A "small molecule" as used herein, is meant to refer to a composition that has a 

molecular weight of less than about 5 kD and most preferably less than about 4 kD. Small 

molecules can be, e.g 9 nucleic acids, peptides, polypeptides, peptidomimetics, 

carbohydrates, lipids or other organic or inorganic molecules. Libraries of chemical and/or 

biological mixtures, such as fungal, bacterial, or algal extracts, are known in the art and can 

10 be screened with any of the assays of the invention. 

Examples ofmethods for the synthesis of molecular libraries can be found in the art, 
for example in: DeWitt, et al 9 1993. Proa Natl Acad Sci. U.SA. 90: 6909; Btb, et al 9 1994. 
' Proc. Natl Acad Set U.SA. 91: U422;Z 

Cho, et al 9 1993. Science 261 : 1303; Carrell, et al. 9 1994. Angew. Chenu Int. Ed Engl. 33: 

45 2059; Carell, et al. 9 1994. Angew. Chem. Int. Ed Engl. 33: 2061; and Gallop, et al. 9 1994. J. 
Med. Chem. 37: 1233. 

Libraries of compounds maybe presented in solution (e.g 9 Houghten, 1992. 
Biotechniques 13: 412-421), or on beads (Lam, 1991. Nature 354: 82-84), on chips (Fodor, 
1993. Nature 364: 555-556), bacteria (Ladner, U.S. Patent No. 5,223,409), spores (Ladner, 

20 U.S. Patent 5,233,409), plasmids (Cull, et al. 9 1992. Proc Natl Acad ScL USA 89: 
1865-1869) or on phage (Scott and Smith, 1990. Science 249: 386-390; Devlin, 1990. 
Science 249: 404-406; Cwirla, et al. 9 1990. Proc Natl Acad Sci. U.SA. 87: 6378-6382; 
Felici, 1991. J. Mot. Biol 222: 301-310; Ladner, U.S. Patent No. 5,233,409.). 

In one embodiment, an assay is a cell-based assay in which a cell which expresses a 

25 membrane-bound form of NOVX protein, or a biologically-active portion thereof on the cell 
surface is contacted with a test compound and the ability ofthe test compound to bind to a 
NOVX protein determined. The cell, for example, can be of mammalian origin or a yeast 
cell. Determining the ability ofthe test compound to bind to the NOVX protein can be 
accomplished, for example, by coupling the test compound with a radioisotope or enzymatic 

30 label such that binding ofthe test compound to the NOVX protein or biologically-active 
portion thereof can be determined by detecting the labeled compound in a complex. For 
example, test compounds can be labeled with l2S I 9 35 S, 14 C, or *K, either directly or 
indirectly, and the radioisotope detected by direct counting of radioemission or by 
scintillation counting. Alternatively, test compounds can be enzymatically-labeled with, for 
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example, horseradish peroxidase, alkaline phosphatase, or luciferase, and the enzymatic label 

detected by determination of conversion of an appropriate substrate to product In one 

embodiment, the assay comprises contacting a cell which expresses a membrane-bound form 

of NOVX protein, or a biologically-active portion thereof, on the cell surface with a known 

5 compound which binds NOVX to form an assay mixture, contacting the assay mixture with a 

test compound, and detennining the ability of the test compound to interact with a NOVX 

protein, wherein determining the ability of the test compound to interact with a NOVX 

protein comprises detennining the ability of the test compound to preferentially bind to 

NOVX protein or a biologically-active portion thereof as compared to the known compound. 

10 In another embodiment, an assay is a cell-based assay comprising contacting a cell 

expressing a membrane-bound form of NOVX protein, or a biologically-active portion 
thereof on the cell surface with a test compound and detennining the ability of the test 
compound to modulate (eg., stimulate or inhibit) the activity of the NOVX protein or 
biologically-active portion thereof. Detennining the ability of the test compound to 

1 5 modulate the activity of NOVX or a biologically-active portion thereof can be accomplished, 
for example, by detennining the ability of the NOVX protein to bind to or interact with a 
NOVX target molecule. As used herein, a 'target molecule" is a molecule with which a 
NOVX protein binds or interacts in nature, for example, a molecule on the surface of a cell 
which expresses a NOVX interacting protein, a molecule on the surface of a second cell, a 

20 molecule in the extracellular milieu, a molecule associated with the internal surface of a cell 
membrane or a cytoplasmic molecule. A NOVX target molecule can be a non-NOVX 
molecule or a NOVX protein or polypeptide of the invention, hi one embodiment, a NOVX 
target molecule is a component of a signal transduction pathway that facilitates transduction 
of an extracellular signal (eg., a signal generated by binding of a compound to a 

25 membrane-bound NOVX molecule) through the cell membrane and into the cell. The target, 
for example, can be a second intercellular protein that has catalytic activity or a protein that 
facilitates the association of downstream signaling molecules with NOVX 

Detennining the ability of the NOVX protein to bind to or interact with a NOVX 
target molecule can be accomplished by one of the methods described above for determining 

30 direct binding. In one embodiment, detennining the ability of the NOVX protein to bind to 
or interact with a NOVX target molecule can be accomplished by detennining the activity of 
the target molecule. For example, the activity of the target molecule can be determined by 
detecting induction of a cellular second messenger of the target (ie. 9 intracellular Ca 2 *, 
diacylglycerol, IP3, e/a), detecting catalytic/enzymatic activity of the target an appropriate 
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substrate, detecting the induction of a reporter gene (comprising a NOVX-responsive 
regulatory element operatively linked to a nucleic acid encoding a detectable marker, eg. , 
luciferase), or detecting a cellular response, for example, cell survival, cellular 
differentiation, or cell proliferation. 
5 In yet another embodiment, an assay of the invention is a cell-free assay comprising 

contacting a NOVX protein or biologically-active portion thereof with a test compound and 
determining the ability of the test compound to bind to the NOVX protein or 
biologically-active portion thereof. Binding of the test compound to the NOVX protein can 
be determined either directly or indirectly as described above. In one such embodiment, the 

10 assay comprises contacting the NOVX protein or biologically-active portion thereof with a 
known compound which binds NOVX to form an assay mixture, contacting fee assay 
mixture with a test compound, and 'determining the ability of the test compound to interact 
with a NOVX protein, wherein determining the ability of the test compound to interact with 
a NOVX protein comprises determining the ability of the test compound to preferentially 

1 5 bind to NOVX or biologically-active portion thereof as compared to the known compound. 
In still another embodiment, an assay is a cell-free assay comprising contacting 
NOVX protein or biologically-active portion thereof wife a test compound and determining 
fee ability of fee test compound to modulate (e.g. 9 stimulate or inhibit) the activity of the 
NOVX protein or biologically-active portion thereof. Determining fee ability of fee test 

20 compound to modulate the activity of NOVX can be accomplished, for example, by 

determining fee ability of fee NOVX protein to bind to a NOVX target molecule by one of 
fee methods described above for determining direct binding. In an alternative embodiment, 
detennining fee ability of the test compound to modulate the activity of NOVX protein can 
be accomplished by detennining fee ability of fee NOVX protein further modulate a NOVX 

25 target molecule. For example, fee catalytic/enzymatic activity of fee target molecule on an 
appropriate substrate can be determined as described, supra. 

In yet another embodiment, the cell-free assay comprises contacting fee NOVX 
protein or biologically-active portion thereof with a known compound which binds NOVX 
protein to form an assay mixture, contacting the assay mixture wife a test compound, and 

30 detennining the ability of the test compound to interact with a NOVX protein, wherein 
determining fee ability of fee test compound to interact with a NOVX protein comprises 
detennining fee ability of fee NOVX protein to preferentially bind to or modulate fee activity 
of aNOVX target molecule. 
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The cell-free assays of the invention are amenable to use of both the soluble form or 

the membrane-bound form ofNOVX protein. In the case of cell-free assays comprising the 

membrane-bound form ofNOVX protein, it may be desirable to utilize a solubilizing agent 

such that the membrane-bound form ofNOVX protein is maintained in solution. Examples 

5 of such solubilizing agents include non-ionic detergents such as n-octylglucoside, 
n-dodecylglucoside, n-dodecyhnaltoside, octanoyl-N-methylglucamide, 
decanoyl-N-methylglucamide, Triton® X-100, Triton® X-l 14, Thesit®, 
Isotridecypoly(ethylene glycol ether)^ N^odecyl~N^-dimethyl-3-ammonio-l-propane 
sulfonate, 3-(3-cholamidopropyl) dimethylamminiol-l -propane sulfonate (CHAPS), or 

10 3-(3-cholamidopropyl)dimethylanmiimol-2-hydro sulfonate (CHAPSO). 

In more than one embodiment of the above assay methods of the invention, it may be 
desirable to immobilize either NOVX protein or its target molecule to facilitate separation of 
completed from uncomplexed forms of one or both of the proteins, as well as to 
accommodate automation of the assay. Binding of a test compound to NOVX protein, or 

1 5 interaction ofNOVX protein with a target molecule in the presence and absence of a 

candidate compound, can be accomplished in any vessel suitable for containing the reactants. 
Examples of such vessels include microtiter plates, test tubes, and micro-centrifuge tubes. In 
one embodiment, a fusion protein can be provided that adds a domain that allows one or both 
of the proteins to be bound to a matrix. For example, GST-NOVX fusion proteins or 

20 GST-target fusion proteins can be adsorbed onto glutathione sepharose beads (Sigma 

Chemical, St Louis, MO) or glutathione derivatized microtiter plates, that are then combined 
with the test compound or the test compound and either the non-adsorbed target protein or 
NOVX protein, and the mixture is incubated under conditions conducive to complex 
formation (e.g. 9 at physiological conditions for salt and pH). Following incubation, the 

25 beads or microtiter plate wells are washed to remove any unbound components, the matrix 
immobilized in the case of beads, complex determined either directly or indirectly, for 
example, as described, supra. Alternatively, the complexes can be dissociated from the 
matrix, and the level ofNOVX protein binding or activity determined using standard 
techniques. 

30 Other techniques for immobilizing proteins on matrices can also be used in the 

screening assays of the invention. For example, either the NOVX protein or its target 
molecule can be immobilized utilizing conjugation of biotin and strep tavi din. Biotinylated 
NOVX protein or target molecules can be prepared from biotin-NHS 
(N-hydroxy-succinimide) using techniques well-known within the art (ag., biotinylation kit, 
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Pierce Chemicals, Rockford, 111.), and immobilized in the wells of strep tavidin-coated 96 

well plates (Pierce Chemical). Alternatively, antibodies reactive with NOVX proton or 

target molecules, but which do not interfere with binding ofthe NOVX protein to its target 

molecule, can be derivatized to the wells ofthe plate, and unbound target or NOVX protein 

5 trapped in the wells by antibody conjugation. Methods for detecting such complexes, in 

addition to those described above for the GST-immobilized complexes, include 

immunodetection of complexes using antibodies reactive with the NOVX protein or target 

molecule, as well as enzyme-linked assays that rely on detecting an enzymatic activity 

associated with the NOVX protein or target molecule. 

10 In another embodiment, modulators of NOVX protein expression are identified in a 

method wherein a cell is contacted with a candidate compound and the expression of NOVX 
mRNA or protein in the cell is determined. The level of expression of NOVX mRNA or 
protein in the presence ofthe candidate compound is compared to the level of expression of 
NOVX mRNA or protein in the absence of the candidate compound. The candidate 

15 compound can thai be identified as a modulator of NOVX mRNA or protein expression 
based upon this comparison. For example, when expression of NOVX mRNA or protein is 
greater (te., statistically significantly greater) in the presence of the candidate compound 
than in its absence, the candidate compound is identified as a stimulator of NOVX mRNA or 
protein expression. Alternatively, when expression of NOVX mRNA or protein is less 

20 (statistically significantly less) in the presence ofthe candidate compound than in its 

absence, the candidate compound is identified as an inhibitor of NOVX mRNA or protein 
expression. The level of NOVX mRNA or protein expression in the cells can be determined 
by methods described herein for detecting NOVX mRNA or protein. 

In yet another aspect ofthe invention, the NOVX proteins can be used as "bait 

25 proteins" in a two-hybrid assay or three hybrid assay (see, e.g. 9 U.S. Patent No. 5,283,3 17; 
Zervos, et al y 1993. Cell 72: 223-232; Madura, et aL y 1993. J. BioL Chem. 268: 
12046-12054; Bartel, et al. y 1993. Bioteckniques 14: 920-924; Iwabuchi, et a/., 1993. 
Oncogene 8: 1693-1696; and Brent WO 94/10300), to identify other proteins that bind to or 
interact with NOVX ("NOVX-binding proteins" or "NOVX-bp") and modulate NOVX 

30 activity. Such NOVX-binding proteins are also involved in the propagation of signals by the 
NOVX proteins as, for example, upstream or downstream elements ofthe NOVX pathway. 

The two-hybrid system is based on the modular nature of most transcription factors, 
which consist of separable DNA-binding and activation domains. Briefly, the assay utilizes 
two different DNA constructs. In one construct, the gene that codes for NOVX is fused to a 
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gene encoding the DNA binding domain of a known transcription factor GAL-4). In 
the other construct, a DNA sequence, from a library of DNA sequences, that encodes an 
unidentified protein ("prey* or "sample") is fused to a gene that codes for the activation 
domain of the known transcription factor. If the "bait" and the ''prey" proteins are able to 

5 interact, in vm>, forming a NOVX-dependent complex, the DNA-binding and activation 
domains of the transcription factor are brought into close proximity. This proximity allows 
transcription of a reporter gene (ag., LacZ) that is operably linked to a transcriptional 
regulatory site responsive to the transcription factor. Expression of the reporter gene can be 
detected and cell colonies containing the functional transcription factor can be isolated and 

10 used to obtain the cloned gene that encodes the protein which interacts with NOVX. 

In yet another aspect of die invention a method for identifying compounds that 
modulate target polypeptide (NOVX) activity is disclosed wherein the method comprises: (a) 
combining a test compound with a target polypeptide and a substrate of the target 

15 polypeptide; and (b) determining whether the test compound modulates the activity of the 
target polypeptide; wherein the target polypeptide comprises an amino acid sequence 
selected from the group consisting of SEQ ID NO:2n, wherein n is an integer between 1 and 
85, the amino acid sequence that is at least 95% identical to SEQ ID NO:2n, the amino acid 
sequence of at least one domain of SEQ ID NO:2n, and the amino acid sequence that is at 

20 least 95% identical to die at least one domain of SEQ ID NO:2n. 

The method further comprising a step of identifying the test compound that 
modulates the target polypeptide activity by modulating the target polypeptide activity as 
modulator of the target polypetide. Such modulator could be an inhibitor, an activator, an 
25 antagonist, or an agonist of NOVX target polypeptide. 

The method also further comprising a step of identifying the test compound that 
modulates the target polypeptide activity as an enhancer of insulin secretion, or as a 
therapeutic for treatment of insulin resistance, obesity and/or diabetes. 



30 



In the above described method, the target polypeptide (NOVX) could be an 
isolated polypetide. 
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The target polypeptide could be produced by a process comprising cuhuring a 

recombinant host cell, the recombinant host cell comprising a nucleic acid encoding the 

target polypeptide, under conditions promoting expression of the target polypeptide. In such 

a method, the nucleic acid comprises a nucleotide sequence selected fiom the group 

5 consisting of: (a) SEQ ID NO:2n-l, wherein n is an integer between 1 and 85; (b) 

nucleotides encoding an amino acid sequence of the at least one domain of SEQ ID NO:2n; 

* and (c) a nucleotide sequence encoding an amino acid sequence selected from the group 

consisting of SEQ ID NO:2n, the amino acid sequence that is at least 95% identical to SEQ 

ID NO:2n, the amino acid sequence of at least one domain of SEQ ID NO:2n, and the amino 

10 acid sequence that is at least 95% identical to fee at least one domain of SEQ ID NO:2dl 

Alternatively, the target polypeptide could be produced by expression of a 
recombinant vector comprising a nucleic acid, the nucleic acid encoding an amino acid 
■ sequence selected from the group consisting of SEQ ID NO:2n, wherein n is an integer 

15 between 1 and 85, the amino acid sequence that is at least 95% identical to SEQ ID NO:2n, 
the amino acid sequence of at least one domain of SEQ ID NO:2n, and the amino acid 
sequence that is at least 95% identical to the at least one domain of SEQ ID NO:2n. Here, 
the test compound could be combined with the target polypeptide in a mammalian cell grown 
in culture. Also, the test compound could be combined with the target polypeptide in vitro. 

20 In this method, the nucleic acid comprises a nucleotide sequence selected fiom the group 
consisting of: (a) SEQ ID NO:2n-l, wherein n is an integer between 1 and 85; (b) 
nucleotides encoding an amino acid sequence of the at least one domain of SEQ ID NO:2n; 
and (c) a nucleotide sequence encoding an amino acid sequence selected fiom the group 
consisting of SEQ ID NO:2n, the amino acid sequence that is at least 95% identical to SEQ 

25 ID NO:2n, the amino acid sequence of at least one domain of SEQ ID NO:2n, and the amino 
acid sequence that .is at least 95% identical to the at least one domain of SEQ ID NO:2n. 

In yet another embodiment, the target polypeptide is produced by expression of an 
endogenous nucleic arid, the endogenous nucleic acid encoding an amino acid sequence 
30 selected fiom the group consisting of SEQ ID NO:2n, wherein n is an integer between 1 and 
85, the amino arid sequence that is at least 95% identical to SEQ ID NO:2n, the amino arid 
sequence of at least one domain of SEQ ID NOi2n, and the amino acid sequence that is at 
least 95% identical to the at least one domain of SEQ ID NO:2n. Here as well, the test 
compound could be combined with the target polypeptide in a mammalian cell grown in 
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culture. Also, the test compound could be combined with the target polypeptide in vitro, hi 
this method, the nucleic acid comprises a nucleotide sequence selected from the group 
consisting of: (a) SEQ ID NO:2i>~l, wherein n is an iateger between 1 and 85; (b) 
nucleotides encoding an amino acid sequence of the at least one domain of SEQ ID NO:2n; 
5 and (c) a nucleotide sequence encoding an amino acid sequence selected from the group 
consisting of SEQ ID NO:2n, the amino acid sequence that is at least 95% identical to SEQ 
ID NO:2n, the amino acid sequence of at least one domain of SEQ ID NO:2n, and the amino 
acid sequence that is at least 95% identical to the at least one domain of SEQ ID NO:2n. 

10 The invention further pertains to novel agents identified by the aforementioned 

screening assays and uses thereof for treatments as described herein. 

Detection Assays 

Portions or fragments of the cDNA sequences identified herein (and the 
1 5 corresponding complete gene sequences) can be used in numerous ways as polynucleotide 
reagents. By way of example, and not of limitation, these sequences can be used to: (i) map 
their respective genes on a chromosome; and, thus, locate gene regions associated with 
genetic disease; (it) identify an individual from a minute biological sample (tissue typing); 
and (Hi) aid in forensic identification of a biological sample. Some of these applications are 
20 described in the subsections, below. 

Chromosome Mapping 

Once the sequence (or a portion of the sequence) of a gene has been isolated, this 
sequence can be used to map the location of the gene on a chromosome. This process is 
called chromosome mapping. Accordingly, portions or fragments of the NOVX sequences 

25 of SEQ ID NO:2*-l, wherein n is an integer between 1 and 85, or fragments or derivatives 
thereof can be used to map fee location of the NOVX genes, respectively, on a chromosome. 
The mapping of the NOVX sequences to chromosomes is an important first step in 
correlating these sequences with genes associated with disease. 

Briefly, NOVX genes can be mapped to chromosomes by preparing PCR primers 

30 (preferably 15-25 bp in length) from the NOVX sequences. Computer analysis of the 

NOVX, sequences can be used to rapidly select primers that do not span more than one exon 
in the genomic DNA, thus complicating the amplification process. These primers can then 
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be used for PCR screening of somatic cell hybrids containing individual human 

chromosomes. Only those hybrids containing the human gene corresponding to the NOVX 

sequences will yield an amplified fragment 

Somatic cell hybrids are prepared by fusing somatic cells from different mammals 

5 (e.g., human and mouse cells). As hybrids of human and mouse cells grow and divide, they 
gradually lose human chromosomes in random order, but retain the mouse chromosomes. 
By using media in which mouse cells cannot grow, because they lack a particular enzyme, 
but in which human cells can, the one human chromosome that contains the gene encoding 
the needed enzyme will be retained. By using various media, panels of hybrid cell lines can 

10 be established. Each cell line in a panel contains either a single human chromosome or a 
small number of human chromosomes, and a full set of mouse chromosomes, allowing easy 
mapping of individual genes to specific human chromosomes. See, e.g., D'Eustachio, et al y 
1983. Science 220: 919-924. Somatic cell hybrids containing only fragments of human 
chromosomes can also be produced by using human chromosomes with translocations and 

15 deletions. 

PCJR mapping of somatic cell hybrids is a rapid procedure for assigning a particular 
sequence to a particular chromosome. Three or more sequences can be assigned per day 
using a single thermal cycler. Using the NOVX sequences to design oligonucleotide 
primers, sub-localization can be achieved with panels of fragments from specific 

20 chromosomes. 

Fluorescence in situ hybridization (FISH) of a DNA sequence to a metaphase 
chromosomal spread can further be used to provide a precise chromosomal location in one 
step. Chromosome spreads can be made using cells whose division has been blocked in 
metaphase by a chemical like colcemid that disrupts the mitotic spindle. The chromosomes 

25 can be treated briefly with trypsin, and then stained with Giemsa. A pattern of light and dark 
bands develops on each chromosome, so that the chromosomes can be identified 
individually. The FISH technique can be used with a DNA sequence as short as 500 or 600 
bases. However, clones larger than 1,000 bases have a higher likelihood of binding to a 
unique chromosomal location with sufficient signal intensity for simple detection. 

30 Preferably 1,000 bases, and more preferably 2,000 bases, will suffice to get good results at a 
reasonable amount of time. For a review of this technique, see, Venna, et aL 9 Human 
Chromosomes: A Manual of Basic Techniques (Pergamon Press, New York 1988). 

Reagents for chromosome mapping can be used individually to mark a single 
chromosome or a single she on that chromosome, or panels of reagents can be used for 
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marking multiple sites and/or multiple chromosomes. Reagents corresponding to noncoding 

regions of the genes actually are preferred for mapping purposes. Coding sequences are 

more likely to be conserved within gene families, thus increasing the chance of cross 

hybridizations during chromosomal mapping. 

5 Once a sequence has been mapped to a precise chromosomal location, the physical 

position of the sequence on the chromosome can be correlated with genetic map data. Such 

data are found, e.g., in McKusick, Mendelian Inheritance in Man, available on-line 

through Johns Hopkins University Welch Medical library). The relationship between genes 

and disease, mapped to the same chromosomal region, can then be identified through linkage 

10 analysis (co-inheritance of physically adjacent genes), described in, e.g., Egeland, et al 9 
1987. Nature, 325: 783-787. 

Moreover, differences in the DNA sequences between individuals affected and 
unaffected with a disease associated with the NOVX gene, can be determined. If a mutation 
is observed in some or all of the affected individuals but not in any unaffected individuals, 

15 then the mutation is likely to be the causative agent ofthe particular disease. Comparison of 
affected and unaffected individuals generally involves first looking for structural alterations 
in the chromosomes, such as deletions or translocations that are visible from chromosome 
spreads or detectable using PCR based on that DNA sequence. Ultimately, complete 
sequencing of genes from several individuals can be performed to confirm the presence of a 

20 mutation and to distinguish mutations from polymorphisms. 

Tissue Typing 

The NOVX sequences of the invention can also be used to identify individuals from 
minute biological samples. In this technique, an individual's genomic DNA is digested with 
one or more restriction enzymes, and probed on a Southern blot to yield unique bands for 
25 identification. The sequences of the invention are useful as additional DNA markers for 
RFLP ("restriction fragment length polymorphisms," described in U.S. Patent No. 
5,272,057). 

Furthermore, the sequences of the invention can be used to provide an alternative 
technique that determines the actual base-by-base DNA sequence of selected portions of an 
30 individual's genome. Thus, the NOVX sequences described herein can be used to prepare 
two PCR primers from the 5 - and 3-termini of the sequences. These primers can then be 
used to amplify an individual's DNA and subsequently sequence it 
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Panels of corresponding DNA sequences from individuals, prepared in this manner, 

can provide unique individual identifications, as each individual will have a unique set of 

such DNA sequences due to allelic differences. The sequences of the invention can be used 

to obtain such identification sequences from individuals and from tissue. The NOVX 

5 sequences of the invention uniquely represent portions of the human genome. Allelic 
variation occurs to some degree in the coding regions of these sequences, and to a greater 
degree in the noncoding regions. It is estimated that allelic variation between individual 
humans occurs with a frequency of about once per each 500 bases. Much of the allelic 
variation is due to single nucleotide polymorphisms (SNPs), which include restriction 

10 fragment length polymorphisms (RFLPs). 

Each of the sequences described herein can, to some degree, be used as a standard 
against which DNA from an individual can be compared for identification purposes. 
Because greater numbers of polymorphisms occur in the noncoding regions, fewer sequences 
are necessary to differentiate individuals. The noncoding sequences can comfortably provide 

1 5 positive individual identification with a panel of perhaps 1 0 to 1 ,000 primers that each yield 
a noncoding amplified sequence of 100 bases. If coding sequences, such as those of SEQ ID 
NO:2n-l , wherein n is an integer between 1 and 85, are used, a more appropriate number of 
primers for positive individual identification would be 500-2,000. 

Predictive Medicine 

20 The invention also pertains to the field of predictive medicine in which diagnostic 

assays, prognostic assays, phannacogenomics, and monitoring clinical trials are used for 
prognostic (predictive) purposes to thereby treat an individual prophylactically. 
Accordingly, one aspect of the invention relates to diagnostic assays for determining NOVX 
protein and/or nucleic acid expression as well as NOVX activity, in the context of a 

25 biological sample (e.g., blood, serum, cells, tissue) to thereby determine whether an 
individual is afflicted with a disease or disorder, or is at risk of developing a disorder, 
associated with aberrant NOVX expression or activity. The disorders include metabolic 
disorders, diabetes, obesity, infectious disease, anorexia, cancer-associated cachexia, cancer, 
neurodegenerative disorders, Alzheimer's Disease, Parkinson's Disorder, immune disorders, 

30 and hematopoietic disorders, and the various dyslipidemias, metabolic disturbances 

associated with obesity, the metabolic syndrome X and wasting disorders associated with 
chronic diseases and various cancers. The invention also provides for prognostic (or 
predictive) assays for determining whether an individual is at risk of developing a disorder 
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associated with NOVX protein, nucleic acid expression or activity. For example, mutations 

in a NOVX gene can be assayed in a biological sample. Such assays can be used for 

prognostic or predictive purpose to thereby prophylactically treat an individual prior to the 

onset of a disorder characterized by or associated with NOVX protein, nucleic acid 

5 expression, or biological activity. 

Another aspect of the invention provides methods for detennining NOVX protein, 

nudeic acid expression or activity in an individual to thereby select appropriate therapeutic 

or prophylactic agents for that individual (referred to herein as "phaimacogenomics") . 

Phannacogenomics allows for the selection of agents (e.&, drugs) for therapeutic or 

10 prophylactic treatment of an individual based on the genotype of fee individual die 

genotype of the individual examined to determine the ability of the individual to respond to a 

. particular agent) 

Yet another aspect of the invention pertains to monitoring the influence of agents 
(e.g. 9 drugs, compounds) on the expression or activity of NOVX in clinical trials. 
15 These and other agents are described in further detail in the following sections. 

Diagnostic Assays 

An exemplary method for detecting the presence or absence of NOVX in a biological 
sample involves obtaining a biological sample from a test subject and contacting the 
biological sample with a compound or an agent capable of detecting NOVX protein or 

20 nucleic acid (e.g., mRNA, genomic DNA) that encodes NOVX protein such that the 
presence of NOVX is detected in the biological sample. An agent for detecting NOVX 
mRNA or genomic DNA is a labeled nucleic acid probe capable of hybridizing to NOVX 
mRNA or genomic DNA. The nucleic acid probe can be, for example, a full-length NOVX 
nucleic acid, such as the nucleic acid of SEQ ID NO:2/i-l, wherein n is an integer between 1 

25 and 85, or a portion thereof such as an oligonucleotide of at least 15, 30, 50, 100, 250 or 500 
nucleotides in length and sufficient to specifically hybridize under stringent conditions to 
NOVX mRNA or genomic DNA. Other suitable probes for use in the diagnostic assays of 
the invention are described herein. 

An agent for detecting NOVX protein is an antibody capable of binding to NOVX 

30 protein, preferably an antibody with a detectable label. Antibodies can be polyclonal, or 

more preferably, monoclonal. An intact antibody, or a fragment thereof (eg., Fab or F(ab*)2) 
can be used. The term "labeled", with regard to the probe or antibody, is intended to 
encompass direct labeling of the probe or antibody by coupling (f.e., physically linking) a 
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detectable substance to the probe or antibody, as well as indirect labeling of the probe or 

antibody by reactivity with another reagent that is directly labeled. Examples of indirect 

labeling include detection of a primary antibody using a fluorescently-labeled secondary 

antibody and end-labeling of a DNA probe with biotin such that it can be detected with 

5 fluorescently-labeled streptavidin. The term "biological sample" is intended to include 
tissues, cells and biological fluids isolated from a subject, as well as tissues, cells and fluids 
present within a subject That is, the detection method of the invention can be used to detect 
NOVX mRNA, protein, or genomic DNA in a biological sample in vitro as well as in vivo. 
For example, in vitro techniques for detection of NOVX mRNA include Northern 

10 hybridizations and in situ hybridizations. In vitro techniques for detection of NOVX protein 
include enzyme linked immunosorbent assays (ELISAs), Western blots, 
immunoprecipitations, and immunofluorescence. In vitro techniques for detection of NOVX 
genomic DNA include Southern hybridizations: Finlhermore, in vivo techniques for 
detection of NOVX protein include introducing into a subject a labeled anti-NOVX 

15 antibody. For example, the antibody can be labeled with a radioactive marker whose 
presence and location in a subject can be detected by standard imaging techniques. 

hi one embodiment, the biological sample contains protein molecules from the test 
subject. Alternatively, the biological sample can contain mRNA molecules from the test 
subject or genomic DNA molecules from the test subject A preferred biological sample is a 

20 peripheral blood leukocyte sample isolated by conventional means from a subject. 

In another embodiment, the methods further involve obtaining a control biological 
sample from a control subject, contacting the control sample with a compound or agent 
capable of detecting NOVX protein, mRNA, or genomic DNA, such that the presence of 
NOVX protein, mRNA or genomic DNA is detected in the biological sample, and comparing 

25 the presence of NOVX protein, mRNA or genomic DNA in the control sample with the 
presence of NOVX protein, mRNA or genomic DNA in the test sample*. 

The invention also encompasses kits for detecting the presence of NOVX in a 
biological sample. For example, the kit can comprise: a labeled compound or agent capable 
of detecting NOVX protein or mRNA in a biological sample; means for determining the 

30 amount of NOVX in the sample; and means for comparing the amount of NOVX in die 
sample with a standard. The compound or agent can be packaged in a suitable container. 
The kit can further comprise instructions for using the kit to detect NOVX protein or nucleic 
acid. 
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The diagnostic methods described herein can furthermore be utilized to identify 
subjects having or at risk of developing a disease or disorder associated with aberrant NOVX 
expression or activity. For example, the assays described herein, such as the preceding 

5 diagnostic assays or the following assays, can be utilized to identify a subject having or at 
risk of developing a disorder associated with NOVX protein, nucleic acid expression or 
activity. Alternatively, the prognostic assays can be utilized to identify a subject having or at 
risk for developing a disease or disorder. Thus, the invention provides a method for 
identifying a disease or disorder associated with aberrant NOVX expression or activity in 

10 which a test sample is obtained from a subject and NOVX protein or nucleic acid (e.g. 7 

mRNA, genomic DNA) is detected, wherein the presence of NOVX protein or nucleic acid is 
diagnostic for a subject having or at risk of developing a disease or disorder associated with 
aberrant NOVX expression or activity. As used herein, a "test sample" refers to a biological 
sample obtained from a subject of interest For example, a test sample can be a biological 

15 fluid (e.g. 9 serum), cell sample, or tissue. 

Furthermore, the prognostic assays described herein can be used to determine 
whether a subject can be administered an agent (e.g. 9 an agonist, antagonist, peptidomimetic, 
protein, peptide, nucleic acid, small molecule, or other drug candidate) to treat a disease or 
disorder associated with aberrant NOVX expression or activity. For example, such methods 

20 can be used to determine whether a subject can be effectively treated with an agent for a 
disorder. Thus, the invention provides methods for determining whether a subject can be 
effectively treated with an agent for a disorder associated with aberrant NOVX expression or 
activity in which a test sample is obtained and NOVX protein or nucleic acid is detected 
(e.g. , wherein the presence of NOVX protein or nucleic acid is diagnostic for a subject that 

25 can be administered the agent to treat a disorder associated with aberrant NOVX expression 
or activity). 

The methods of the invention can also be used to detect genetic lesions in a NOVX 
gene, thereby determining if a subject with the lesioned gene is at risk for a disorder 
characterized by aberrant cell proliferation and/or differentiation. In various embodiments, 
30 the methods include detecting, in a sample of cells from the subject, the presence or absence 
of a genetic lesion characterized by at least one of an alteration affecting the integrity of a 
gene encoding a NOVX-protein, or the misexpression of the NOVX gene. For example, 
such genetic lesions can be detected by ascertaining the existence of at least one of: (i) a 
deletion of one or more nucleotides from a NOVX gene; (U) an addition of one or more 
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nucleotides to a NOVX gene; (Hi) a substitution of one or more nucleotides of a NOVX 

gene, (jv) a chromosomal rearrangement of a NOVX gene; (v) an alteration in the level of a 

messenger RNA transcript of a NOVX gene, (vz) aberrant modification of a NOVX gene, 

such as of the methylation pattern of the genomic DNA, (vn) the presence of a non-wild-type 

5 splicing pattern of a messenger RNA transcript of a NOVX gene, (vizi) a non-wild-type level 

of a NOVX protein, (ix) allelic loss of a NOVX gene, and (x) inappropriate post-translational 

modification of a NOVX protein. As described herein, there are a large number of assay 

techniques known in the art which can be used for detecting lesions in a NOVX gene. A 

preferred biological sample is a peripheral blood leukocyte sample isolated by conventional 

1 0 means from a subject However, any biological sample containing nucleated cells may be 
used, including, for example, buccal mucosal cells. 

In certain embodiments, detection of the lesion involves the use of a probe/primer in 
a polymerase chain reaction (PCR) (see, e.g. 9 U.S. Patent Nos. 4,683,195 and 4,683,202), 
such as anchor PCR or RACE PCR, or, alternatively, in a ligation chain reaction (LCR) (see, 

15 e.g. 9 Landegran, et al 9 1988. Science 241: 1077-1080; and Nakazawa, et aL, 1994. Proc. 

Natl. Acad. ScL USA 91 : 360-364), the latter of which can be particularly useful for detecting 
point mutations in the NOVX-gene (see, Abravaya, et al. y 1995. NucL Acids Res. 23: 
675-682). This method can include the steps of collecting a sample of cells from a patient, 
isolating nucleic acid (e.g.> genomic, mRNA or both) from the cells of the sample, contacting 

20 the nucleic acid sample with one or more primers that specifically hybridize to a NOVX 
gene under conditions such that hybridization and amplification of the NOVX gene (if 
present) occurs, and detecting the presence or absence of an amplification product, or 
detecting the size of the amplification product and comparing the length to a control sample. 
It is anticipated that PCR and/or LCR may be desirable to use as a preliminary amplification 

25 step in conjunction with any of the techniques used for detecting mutations described herein. 

Alternative amplification methods include: self sustained sequence replication (see, 
Guatelli, et al. 9 1990. Proc. Natl. Acad ScL USA 87: 1874-1878), transcriptional 
amplification system (see, Kwoh, et al 9 1989. Proc Natl. Acad Sci. USA 86: 1173-1177); 
QP Replicase (see, Lizaidi, et al, 1988. BioTechnology 6: 1 197), or any other nucleic acid 

30 amplification method, followed by the detection of the amplified molecules using techniques 
well known to those of skill in the art These detection schemes are especially useful for the 
detection of nucleic acid molecules if such molecules are present in very low numbers. 

In an alternative embodiment, mutations in a NOVX gene from a sample cell can be 
identified by alterations in restriction enzyme cleavage patterns. For example, sample and 
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control DNA is isolated, amplified (optionally), digested with one or more restriction 

endonucleases, and fragment length sizes are determined by gel electrophoresis and 

compared. Differences in fragment length sizes between sample and control DNA indicates 

mutations in the sample DNA. Moreover, the use of sequence specific ribozymes {see, ag, 

5 U.S. Patent No. 5,493,531) can be used to score for the presence of specific mutations by 

development or loss of a ribozyme cleavage site. 

In other embodiments, genetic mutations in NOVX can be identified by hybridizing a 

sample and control nucleic acids, e.g 9 DNA or RNA, to high-density arrays containing 

hundreds or thousands of oligonucleotides probes. See, ag., Cronin, et aL, 1996. Human 

10 Mutation 7: 244-255; Kozal, et al. y 1996. Nat. Med 2: 753-759. For example, genetic 

mutations in NOVX can be identified in two dimensional arrays containing light-generated 
DNA probes as described in Cronin, et al. y supra. Briefly, a first hybridization array of 
probes can be used to scan through long stretches of DNA in a sample and control to identify 
base changes between the sequences by making linear arrays of sequential overlapping 

15 probes. This step allows the identification of point mutations. This is followed by a second 
hybridization array that allows the characterization of specific mutations by using smaller, 
specialized probe arrays complementary to all variants or mutations detected. Each mutation 
array is composed of parallel probe sets, one complementary to the wild-type gene and the 
other complementary to the mutant gene. 

20 In yet another embodiment, any of a variety of sequencing reactions known in the art 

can be used to directly sequence the NOVX gene and detect mutations by comparing the 
sequence of the sample NOVX with the corresponding wild-type (control) sequence. 
Examples of sequencing reactions include those based on techniques developed by Maxim 
and Gilbert, 1977. Proa Natl Acad Set USA 74: 560 or Sanger, 1977. Proa Natl. Acad 

25 Sci. USA 74: 5463. It is also contemplated that any of a variety of automated sequencing 
procedures can be utilized when performing the diagnostic assays (see, ag., Naeve, et al^ 
1995. Biotechniques 19: 448), including sequencing by mass spectrometry (see, e.g 9 PCT 
International Publication No. WO 94/16101; Cohen, et al. y 1996. Adv. Chromatography 36: 
127-162; and Griffin, et al. y 1993. AppL Biochem. BiotechnoL 38: 147-159). 

30 Other methods for detecting mutations in the NOVX gene include methods in which 

protection from cleavage agents is used to detect mismatched bases in KNA/RNA or 
RNA/DNA heteroduplexes. See, ag, Myers, et al. 9 1985. Science 230: 1242. In general, the 
art technique of "mismatch cleavage" starts by providing heteroduplexes of formed by 
hybridizing (labeled) RNA or DNA containing the wild-type NOVX sequence with 
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potentially mutant RNA or DNA obtained from a tissue sample. The double-stranded 

duplexes are treated with an agent that cleaves single-stranded regions of the duplex such as 

which will exist due to basepair mismatches between the control and sample strands. For 

instance, RNA/DNA duplexes can be treated with RNase and DNA/DNA hybrids treated 

5 with Si nuclease to enzymatically digesting the mismatched regions. In other embodiments, 

either DNA/DNA or RNA/DNA duplexes can be treated with hydroxylamine or osmium 

tetroxide and with piperidine in order to digest mismatched regions. After digestion of the 

mismatched regions, the resulting material is then separated by size on denaturing 

polyacrylamide gels to determine the site of mutation. See, e.g., Cotton, et al, 1988. Proc. 

10 Natl Acad ScL USA 85: 4397; Saleeba, et al, 1992. Methods Enzymol 217: 286-295. hi an 

embodiment, the control DNA or RNA can be labeled for detection. 

In still another embodiment, the mismatch cleavage reaction employs one or more 

proteins that recognize mismatched base pairs in double-stranded DNA (so called "DNA 

mismatch repair" enzymes) in defined systems for detecting and mapping point mutations in 

15 NOVX cDNAs obtained fiom samples of cells. For example, the mutY enzyme ofE. coli 

cleaves A at G/A mismatches and die thymidine DNA glycosylase from HeLa cells cleaves 

T at G/T mismatches. See, e.g., Hsu, et al> 1994. Carcinogenesis 15: 1657-1662. 

According to an exemplary embodiment, a probe based on a NOVX sequence, e.g., a 

wild-type NOVX sequence, is hybridized to a cDNA or other DNA product from a test 

20 cell(s). The duplex is treated with a DNA mismatch repair enzyme, and the cleavage 

products, if any, can be detected from electrophoresis protocols or the like. See, e.g., U.S. 

Patent No. 5,459,039. 

In other embodiments, alterations in electrophoretic mobility will be used to identify 

mutations in NOVX genes. For example, single strand conformation polymorphism (SSCP) 

25 may be used to detect differences in electrophoretic mobility between mutant and wild type 

nucleic acids. See, e.g., Orita, et al. y 1989. Proc. Natl Acad. ScL USA: 86: 2766; Cotton, 

1993. Mutat. Res. 285: 125-144; Hayashi, 1992. Genet. Anal Tech. AppL 9: 73-79. 

Single-stranded DNA fragments of sample and control NOVX nucleic acids will be 

denatured and allowed to renature. The secondary structure of single-stranded nucleic acids 

30 varies according to sequence, the resulting alteration in electrophoretic mobility enables the 

detection of even a single base change. The DNA fragments may be labeled or detected with 

labeled probes. The sensitivity of the assay may be enhanced by using RNA (rather than 

DNA), in which the secondary structure is more sensitive to a change in sequence. In one 

embodiment, the subject method utilizes heteroduplex analysis to separate double stranded - 
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heteroduplex molecules on tike basis of changes in electrophoretic mobility. See, e.g., Keen, 
et a/., 1991. Trends Genet 7: 5. 

Li yet another embodiment, the movement of mutant or wild-type fragments in 
pblyacrylamide gels containing a gradient of denaturant is assayed using denaturing gradient 
5 gel dectrophoresis (DGGE). See, e.g, Myers, et al, 1985. Nature 313: 495. When DGGE 
is used as the method of analysis, DNA will be modified to insure that it does not completely 
denature, for example by adding a GC clang) of approximately 40 bp of high-melting - 
GC-rich DNA by PCR In a further embodiment, a temperature gradient is used in place of a 
denaturing gradient to identify differences in the mobility of control and sample DNA. See, 

10 e:g„ Rosenbaum andReissner, 1987. Biophys. Chenu 265: 12753. 

Examples of other techniques for detecting point mutations include, but are not 
» limited to, selective oligonucleotide hybridization, selective amplification, or selective 
primer extension. For example, oligonucleotide primers may be prepared in which the 
known mutation is placed centrally and thai hybridized to target DNA under conditions that 

15 permit hybridization only if a perfect match is found. See, e.g., Saiki, et a/., 1986. Nature 
324: 163; Saiki, et al y 1989. Proa Natl Acad Sci. USA 86: 6230. Such allele specific 
} oligonucleotides are hybridized to PCR amplified target DNA or a number of different 
mutations when the oligonucleotides are attached to the hybridizing membrane and 
hybridized with labeled target DNA. 

20 Alternatively, allele specific amplification technology that depends on selective PCR 

amplification may be used in conjunction with the instant invention. Oligonucleotides used 
as primers for specific amplification may carry the mutation of interest in the center of the 
molecule (so that amplification depends on differential hybridization; see, e.g, Gibbs, et aL 9 
1989. Nucl. Adds Res. 17: 2437-2448) or at the extreme 3'-terminus of one primer where, 

25 under appropriate conditions, mismatch can prevent, or reduce polymerase extension (see, 
e.g„ Prossner, 1993. Hbtech 11: 238). In addition it may be desirable to introduce a novel 
restriction site in the region of the mutation to create cleavage-based detection. See, e*g., 
Gasparini, et ah, 1992. Mol Cell Probes 6: 1. It is anticipated that in certain embodiments 
amplification may also be performed using Taq ligase for amplification. See, &g., Barany, 

30 1991. Proc Natl Acad ScL 1754 88:189. In such cases, ligation will occur only ifthere is a 
perfect match at the 3 -terminus of the 5' sequence, making it possible to detect the presence 
of a known mutation at a specific site by looking for the presence or absence of 
amplification. 
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The methods described herein may be performed, for example, by u tilizing 

pre-packaged diagnostic kits comprising at least one probe nucleic acid or antibody reagent 

described herein, which may be conveniently used, eg., in clinical settings to diagnose 

patients exhibiting symptoms or family history of a disease or illness involving a NOVX 

5 gene. 

Furthermore, any cell type or tissue, preferably peripheral blood leukocytes, in which 
NOVX is expressed may be utilized in the prognostic assays described herein. However, any 
biological sample containing nucleated cells may be used, including, for example, buccal 
mucosal cells. 

10 Pharmacogenomics 

Agents, or modulators that have a stimulatory or inhibitory effect on NOVX activity 
(e.g. 9 NOVX gene expression), as identified by a screening assay described herein can be 
. . administered to individuals to treat (prophylactically or therapeutically) disorders. The 
disorders include but are not limited to, e.g. y those diseases, disorders and conditions listed 
15 above, and more particularly include those diseases, disorders, or conditions associated with 
homologs of a NOVX protein, such as those summarized in Table 1. 

In conjunction with such treatment, the pharmacogenomics (z.e., the study of the 
relationship between an individual's genotype and that individual's response to a foreign 
. compound or drug) of the individual may be considered. Differences in metabolism of 
20 therapeutics can lead to severe toxicity or therapeutic failure by altering the relation between 
dose and blood concentration of the pharmacologically active drug. Thus, the 
pharmacogenomics of the individual permits the selection of effective agents (e.g., drugs) for 
prophylactic or therapeutic treatments based on a consideration of the individual's genotype. 
Such pharmacogenomics can further be used to determine appropriate dosages and 
25 therapeutic regimens. Accordingly, the activity of NOVX protein, expression of NOVX 
nucleic acid, or mutation content ofNOVX genes in an individual can be determined to 
thereby select appropriate agent(s) for therapeutic or prophylactic treatment of the individual. 

Pharmacogenomics deals with clinically significant hereditary variations in the 
response to drugs due to altered drug disposition and abnormal action in affected persons. 
30 See e.g 9 Eichelbaum, 1996. Clin. Exp. Pharmacol Physiol, 23: 983-985; Linder, 1997. 
Clin. Chem. y 43: 254-266. In general, two types of pharmacogenetic conditions can be 
differentiated. Genetic conditions transmitted as a single factor altering the way drugs act on 
the body (altered drag action) or genetic conditions transmitted as single factors altering the 
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way the body acts on drags (altered drag metabolism). These phannacogenetic conditions 

can occur either as rare defects or as polymorphisms. For example, glucose-6-phosphate 

dehydrogenase (G6PD) deficiency is a common inherited enzymopathy in which the main 

clinical complication is hemolysis after ingestion of oxidant drugs (antimalarials, 

5 sulfonamides, analgesics, nitrofurans) and consumption of fava beans. 

As an illustrative embodiment, the activity of drug metabolizing enzymes is a major 

determinant of both the intensity and duration of drug action. The discovery of genetic 

polymorphisms of drag metabolizing enzymes (eg., N-acetyltransferase 2 (NAT 2) and 

cytochrome pregnancy zone protein precursor enzymes CYP2D6 and CYP2C19) has 

10 provided an explanation as to why some patients do not obtain the expected drag effects or 
show exaggerated drag response and serious toxicity after taking the standard and safe dose 
of a drag. These polymorphisms are expressed in two phenotypes in the population, the 
extensive metabolizer (EM) and poor metabolizer(PM). The prevalence of PM is different 
among different populations. For example, the gene coding for CYP2D6 is highly 

1 5 polymorphic and several mutations have been identified in PM, which all lead to the absence 
of functional CYP2D6. Poormetabolizers of CYP2D6 and CYP2C19 quite frequently 
experience exaggerated drug response and side effects when they receive standard doses. If 
a metabolite is the active therapeutic moiety, PM show no therapeutic response, as 
demonstrated for the analgesic effect of codeine mediated by its CYP2D6-formed metabolite 

20 morphine. At the other extreme are the so called fdtra-rapid metabolizers who do not 

respond to standard doses. Recently, the molecular basis of ultra-rapid metabolism has been 
identified to be due to CYP2D6 gene amplification. 

Thus, the activity of NOVX protein, expression ofNOVX nucleic acid, or mutation 
content ofNOVX genes in an individual can be determined to thereby select appropriate 

25 agent(s) for therapeutic or prophylactic treatment of the individual, hi addition, 

phannacogenetic studies can be used to apply genotyping of polymorphic alleles encoding 
drag-metabolizing enzymes to the identification of an individual's drug responsiveness 
phenotype. This knowledge, when applied to dosing or drug selection, can avoid adverse 
reactions or therapeutic failure arid thus enhance therapeutic or prophylactic efficiency when 

30 treating a subject with a NOYX modulator, such as a modulator identified by one of the 
exemplary screening assays described herein. 
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Monitoring of Effects During Clinical Trials 



Monitoring the influence of agents (e.g., drugs, compounds) on the expression or 
activity of NOVX (e*g. y the ability to modulate aberrant cell proliferation and/or 
differentiation) can be applied not only in basic drug screening, but also in clinical trials. For 

5 example, the effectiveness of an agent determined by a screening assay as described herein 
to increase NOVX gene expression, protein levels, or upregulate NOVX activity, can be 
monitored in clinical trails of subjects exhibiting decreased NOVX gene expression, protein 
levels, or downregulated NOVX activity. Alternatively, the effectiveness of an agent 
determined by a screening assay to decrease NOVX gene expression, protein levels, ox 

10 downregulate NOVX activity, can be nSonitored in clinical trails of subjects exhibiting 
increased NOVX gene expression, protein levels, or upregulated NOVX activity. In such 
clinical trials, the expression or activity of NOVX and, preferably, other genes that have 
been implicated in, for example, a cellular proliferation or immune disorder can be used as a 
"read out" or markers of the immune responsiveness of a particular cell. 

15 By way of example, and not of limitation, genes, including NOVX, that are 

modulated in cells by treatment with an agent (e.g., compound, drug or small molecule) that 
modulates NOVX activity (e.g., identified in a screening assay as described herein) can be 
identified. Thus, to study the effect of agents on cellular proliferation disorders, for example, 
in a clinical trial, cells can be isolated and RNA prepared and analyzed for the levels of 

20 expression of NOVX and other genes implicated in the disorder. The levels of gene 

expression (Le., a gene expression pattern) can be quantified by Northern blot analysis or 
RT-PCR, as described herein, or alternatively by measuring the amount of protein produced, 
by one of the methods as described herein, or by measuring the levels of activity of NOVX 
or other genes. In this manner, the gene expression pattern can serve as a marker, indicative 

25 of the physiological response of the cells to the agent Accordingly, this response state may. 
be determined before, and at various points during, treatment of the individual with the 
agent 

In one embodiment, the invention provides a method for monitoring the effectiveness 
of treatment of a subject with an agent (e.g., an agonist, antagonist, protein, peptide, 
30 peptidomimetic, nucleic acid, small molecule, or other drug candidate identified by the 

screening assays described herein) comprising the steps of (i) obtaining a pre-administration 
sample from a subject prior to administration of the agent; (n) detecting the level of 
expression of a NOVX protein, mRNA, or genomic DNA in the preadministration sample; 
(iif) obtaining one or more post-administration samples from the subject; (rv) detecting the 
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level of expression or activity of the NOVX protein, mRNA, or genomic DNA in the 

post-administration samples; (v) comparing the level of expression or activity of the NOVX 

protein, mRNA, or genomic DNA in the pre-administration sample with the NOVX protein, 

mRNA, or genomic DNA in the post administration sample or samples; and (vz) altering the 

5 administration of the agent to the subject accordingly. For example, increased administration 

of the agent may be desirable to increase the expression or activity of NOVX to higher levels 

than detected, Le. y to increase the effectiveness of the agent Alternatively, decreased 

administration of the agent may be desirable to decrease expression or activity of NOVX to 

lower levels than detected, ie., to decrease the effectiveness of the agent 

10 Methods of Treatment 

The invention provides for both prophylactic and therapeutic methods of treating a 
subject at risk of (or susceptible to) a disorder or having a disorder associated with aberrant 
NOVX expression or activity. The disorders include but are not limited to, those 
diseases, disorders and conditions listed above, and more particularly include those diseases, 
15 disorders, or conditions associated with homologs of a NOVX protein, such as those 
summarized in Table 1. 

These methods of treatment will be discussed more fully, below. 

Diseases and Disorders 

Diseases and disorders that are characterized by increased (relative to a subject not 
20 suffering from the disease or disorder) levels or biological activity may be treated with 

Therapeutics that antagonize (le., reduce or inhibit) activity. Therapeutics that antagonize 
activity may be administered in a therapeutic or prophylactic manner. Therapeutics that may 
be utilized include, but are not limited to: (i) an aforementioned peptide, or analogs, 
derivatives, fragments or homologs thereof, (fl) antibodies to an aforementioned peptide; (in) 
25 nucleic acids encoding an aforementioned peptide; (rv) administration of antisense nucleic 
acid and nucleic acids that are "dysfunctional" (Le., due to a heterologous insertion within 
the coding sequences of coding sequences to an aforementioned peptide) that are utilized to 
"knockout" endogenous function of an aforementioned peptide by homologous 
recombination {see, e.g., Capecchi, 1989. Science 244: 1288-1292); or (v) modulators ( z.a, 
30 inhibitors, agonists and antagonists, including additional peptide mimetic of the invention or 
antibodies specific to a peptide of the invention) that alter the interaction between an 
aforementioned peptide and its binding partner. 
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Diseases and disorders that are characterized by decreased (relative to a subject not 
suffering from the disease or disorder) levels or biological activity may be treated with 
Therapeutics that increase (Le., are agonists to) activity. Therapeutics that upregulate 
activity may be administered in a therapeutic or prophylactic maimer. Therapeutics that may 
5 be utilized include, but are not limited to, an aforementioned peptide, or analogs, derivatives, 
fragments or homology thereof; or an agonist that increases bioavailability. 

Increased or decreased levels can be readily detected by quantifying peptide and/or 
RNA, by obtaining a patient tissue sample from biopsy tissue) and assaying it in vitro 
for RNA or peptide levels, structure and/or activity of the expressed peptides (or mRNAs of 
10 an aforementioned peptide). Methods that are well-known within the art include, but are not 
limited to, immunoassays (e.g. t by Weston blot analysis, immunoprecipitation followed by 
sodium dodecyl sulfate (SDS) polyacrylamide gel electrophoresis, immunocytochemistry, 
eta) and/or hybridization assays to detect expression of mRNAs Northern assays, dot 
blots, in situ hybridization, and the like). 

1 5 Prophylactic Methods 

In one aspect, the invention provides a method for preventing, in a subject, a disease 
or condition associated with an aberrant NOVX expression or activity, by administering to 
the subject an agent that modulates NOVX expression or at least one NOVX activity. 
Subjects at risk for a disease that is caused or contributed to by aberrant NOVX expression 

20 or activity can be identified by, for example, any or a combination of diagnostic or 

prognostic assays as described herein. Administration of a prophylactic agent can occur 
prior to the manifestation of symptoms characteristic of the NOVX aberrancy, such that a 
disease or disorder is prevented or, alternatively, delayed in its progression. Depending upon 
the type of NOVX aberrancy, for example, a NOVX agonist or NOVX antagonist agent can 

25 be used for treating the subject The appropriate agent can be determined based on screening 
assays described herein. The prophylactic methods of the invention are further discussed in 
the following subsections. 

Therapeutic Methods 

Another aspect of the invention pertains to methods of modulating NOVX expression 
30 or activity for therapeutic purposes. The modulatory method of the invention involves 

contacting a cell with an agent that modulates one or more of the activities of NOVX protein 
activity associated with the cell. An agent that modulates NOVX protein activity can be an 
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agent as described herein, such as a nucleic acid or a protein, a naturally-occurring cognate 

ligand of a NOVX protein, a peptide, a NOVX peptidomimetic, or other small molecule. In 

one embodiment, the agent stimulates one or more NOVX protein activity. Examples of 

such stimulatory agents include active NOVX protein and a nucleic acid molecule encoding 

5 NOVX that has been introduced into the cell. In another embodiment, the agent inhibits one 
or more NOVX protein activity. Examples of such inhibitory agents include antisense 
NOVX nucleic acid molecules and anti-NOVX antibodies. These modulatory methods can 
be performed in vitro (eg., by culturing the cell with the agent) or, alternatively, in vivo (eg., 
by administering the agent to a subject). As such, the invention provides methods of treating 

10 an individual afflicted with a disease or disorder characterized by aberrant expression or 
activity of a NOVX protein or nucleic acid molecule, hi one embodiment, the method 
involves administering an agent (eg., an agent identified by a screening assay described 
herein), or combination of agents that modulates (eg., up-regulates or down-regulates) 
NOVX expression or activity. In another embodiment, the method involves administering a 

15 NOVX protein cpr nucleic acid molecule as therapy to compensate for reduced or aberrant 
NOVX expression or activity. 

Stimulation of NOVX activity is desirable in situations in which NOVX is 
abnormally downregulated and/or in which increased NOVX activity is likely to have a 
beneficial effect One example of such a situation is where a subject has a disorder 

20 characterized by aberrant cell proliferation and/or differentiation (eg., cancer or immune 
associated disorders). Another example of such a situation is where the subject has a 
gestational disease (eg., preclampsia). 

Determination of the Biological Effect of the Therapeutic 

In various embodiments of the invention, suitable in vitro or in vivo assays are 
25 performed to determine the effect of a specific Therapeutic and whether its administration is 
indicated for treatment of the affected tissue. 

In various specific embodiments, in vitro assays may be performed with 
representative cells of the type(s) involved in the patient's disorder, to determine if a given 
Therapeutic exerts the desired effect upon the cell type(s). Compounds for use in therapy 
30 may be tested in suitable animal model systems including, but not limited to rats, mice, 

chicken, cows, monkeys, rabbits, and the like, prior to testing in human subjects. Similarly, 
for in vivo testing, any of the animal model system known in the art may be used prior to 
administration to human subjects. 
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Prophylactic and Therapeutic Uses of the Compositions of the Invention 



The NOVX nucleic acids and proteins of the invention are useful in potential 
prophylactic and therapeutic applications implicated in a variety of disorders. The disorders 
include but are not limited to, e.g. 9 those diseases, disorders and conditions listed above, and 
5 more particularly include those diseases, disorders, or conditions associated with homologs 
of a NOVX protein, such as those summarized in Table 1. 

As an example, a cDNA encoding the NOVX protein of the invention may be useful 
in gene therapy, and the protein may be useful when administered to a subject in need 
thereof. By way of non-limiting example^ the compositions of the invention will have 
10 efficacy for treatment of patients suffering from diseases, disorders, conditions and the like, 
including but not limited to those listed herein. 

Both the novel nucleic acid encoding the NOVX protein, and the NOVX protein of 
the invention, or fragments thereof; may also be useful in diagnostic applications, wherein 
the presence or amount of the nucleic add or the protein are to be assessed. A further use 
15 could be as an anti-bacterial molecule (f.e., some peptides have been found to possess 

anti-bacterial properties). These materials are further useful in the generation of antibodies, 
which immunospecificaUy-bind to the novel substances of the invention for use in 
therapeutic or diagnostic methods. 

The invention will be further described in the following examples, which do not limit 
20 the scope of the invention described in the claims. 

NOVX Polypeptides 

25 The following sections describe in detail the NOVX polypeptides of the invention 

and methods of screening for modulators of NOVX polypeptides. 

A. NOV1 - Cytosolic Phosphoenolpyruvate Carboxylase (PEPCK) 

30 The cytosolic isofonn of PEPCK regulates glyceroneogenesis in adipose tissue. 

Glyceroneogenesis is an abbreviated version of gluconeogenesis in which gIyceroI-3- 
phosphate is produced from substrates such as pyruvate, lactate and alanine. The glycero- 
phosphate thus produced is used in triglyceride synthesis. The role of glyceroneogenesis in 
maintaining the deposition of triglycerides in adipose tissue has been uncovered recently. 
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Cytosolic PEPCK is also the rate-limiting enzyme for ghiconeogenesis, the pathway in 

which glucose is produced in the liver from pyruvate, lactate and alanine. The process of 

hepatic ghiconeogenesis is upregulated in Type 2 diabetes and is believed to contribute to the 

fasting hyperglycemia characteristic of this disease. The genetic and environmental causes of 

5 the complex metabolic disturbances of Type 2 diabetes, including increased hepatic glucose 

production, are incompletely understood. 

CuraGen's GeneCalling® studies have shown that cytosolic PEPCK is upregulated in 
adipose tissue of obese AKR versus normal C57B1 mice. This result suggests that 

10 upregulation of PEPCK may contribute to the obese phenotype. This hypothesis is supported 
by the fact that transgenic overexpression of cytosolic PEPCK in adipose is associated with 
increased glyceroneogenesis, increased adipocyte (fat cell) size and fat mass, and higher 
body weight (Franckhauser S, Munoz S, Pujol A, Casellas A, Riu E, Otaegui P, Su B, Bosch 
F. Increased fatty acid re~esterification by PEPCK overexpression in adipose tissue leads to 

15 obesity without insulin resistance. Diabetes. 2002 Mar,51(3):624-30. PMID: 1 1872659). 
Furthermore, a mutation in the PPARgamma-binding site in the gene for cytosolic PEPCK 
reduces the activity of PEPCK, with a concomitant increase in adiposity and body weight in 
mice (Olswang Y, Cohen H, Papo O, Cassuto H, Croniger CM, Hakhni P, Tilghman SM, 
Hanson RW, Reshef L. A mutation in the peroxisome proliferator-activated receptor 

20 gamma-binding site in the gene for the cytosolic form of phosphoenolpyruvate 

carboxykinase reduces adipose tissue size and fat content in mice. Proc Natl Acad Sci U S 
A. 2002 Jan 22;99(2):625-30. PMID: 1 1792850). Thus, a reduction in the expression of 
cytosolic PEPCK reduced triglyceride deposition in adipose tissue, while an increase in 
adipose expression of PEPCK increased fat mass in mice. 

25 

Diet-induced obesity is a popular model for the study of pathways involved in the 
evolution of weight gain due to increased caloric intake. Mice are fed a high-fat diet (~ 30- 
45% of calories from fat) for 12-16 weeks and then tissues are analyzed for changes in 
metabolic pathways as compared to control animals fed a normal rodent diet CuraGen's 
30 GeneCalling® studies of adipose tissue from high fat-fed versus normal chow-fed mice have 
given results contradictory to those discussed above. Contrary to expectations, cytosolic 
PEPCK is downregulated in multiple adipose depots of high fat versus normal chow-fed 
mice. Downregulation of adipose PEPCK was documented at multiple time points in the 
course of the diet-induced obesity protocol. Our interpretation of these results is that 
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downregulaiion ofPEPCK may be a compensatory response to limit triglyceride deposition. 

In support of this hypothesis, a number of additional lipogenic genes are downregulated in 

adipose tissue under conditions of diet-induced obesity, including diacyiglycerol transferase 

2, monoglyceride lipase, lipoprotein lipase and aquaporin adipose. 

5 

The discordance in PEPCK gene expression in diet-induced obesity versus a genetic 
model of obesity may be explained by the differences in the two models. In genetic obesity, 
the pathophysiology is static because it is hard-wired into the organism. In contrast, in diet- 
induced obesity, the increase in fat mass evolves over a period of 12-1 6 weeks, and is a 
1 0 result of the increase in high-fat calories. The response to the caloric overload is dynamic 
(as seen in CuraGen's GeneCalling® studies), and includes compensatory responses by the 
organism to maintain energy homeostasis and body weight Such a compensatory response to 
caloric overload appears to include a downregulaiion of PEPCK in adipose tissue. 

15 CuraGen's GeneCalling® studies have also shown an upregulation of cytosolic 

PEPCK in the liver of mice in the diet-induced obesity model (data included below). The 
gene is upregulated 1.8-fold in the transition from nonnoglycemia to hyperglycemia in obese 
mice. This data strongly supports a pathogenic role for cytosolic PEPCK in the increased 
hepatic glucose production and hyperglycemia of Type 2 diabetes. It is important to note that 

20 more than 90% of patients with Type 2 diabetes are obese. In the diet-induced obesity model, 
a proportion of the obese mice also develop hyperglycemia and other metabolic disturbances 
characteristic of Type 2 diabetes. Thus cytosolic PEPCK is also a therapeutic target for Type 
2 diabetes. 

25 The following summarizes the biochemistry surrounding the human cytosolic 

Phosphoenolpyruvate Caiboxykinase (PEPCK) and potential assays that may be used to 
screen for antibody therapeutics or small molecule drugs to treat obesity and/or diabetes. 

Cytosolic Phosphoenolpyruvate caiboxykinase (PEPCK) is an important enzyme in 
30 whole-body energy homeostasis and catalyzes the following reaction: 

GTP + oxaloacetate = GDP + phosphoenolpyruvate + CQ2 
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It is the rate-limiting enzyme in gluconeogenesis in liver and glyceroneogenesis in adipose 
tissue, participating in the glyceroneogenic pathway in adipocytes when glucose is limiting. 
Adipose tissue glyceroneogenesis produces glycerol 3-phosphate, which is the substrate for 
triglyceride deposition. Phosphoenolpyruvate carboxykinase (PEPCK) activity is affected 
5 by a number of hormones that regulate this metabolic process, including glucagon, insulin, 
and glucocorticoids. 

Taken in total, the data indicates that a modulator such as an inhibitor/antagonist of 
the human cytosolic Phosphoenolpyruvate Carboxykinase (PEPCK) would be beneficial in 
10 the treatment of obesity and/or diabetes. 

Furthermore, our results indicate that a modulator of cytosolic Phosphoenolpyruvate 
Carboxykinase (PEPCK) activity, such as an inhibitor, activator, antagonist, or agonist of 
PEPCK may be useful for treatment of such disorders as obesity, diabetes, and insulin 
1 5 resistance, as well as for enhancement of insulin secretion. 

Discovery Process 

The following sections describe the study design(s) and the techniques used to 
20 identify the Cytosolic Phosphoenolpyruvate Carboxykinase (PEPCK) - encoded protein and 
any variants, thereof, as being suitable as diagnostic markers, targets for an antibody 
therapeutic and targets for a small molecule drugs for Obesity and Diabetes. 



25 
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Example Al. Genetically Obese Mice vs Genetically Lean Mice Study 

A protocol for Genetically Obese Mice vs Genetically Lean Mice Study is disclosed 
in Example Q6. 

A fragment of the mouse cytosolic Phosphoenolpyruvate carboxykinase (PEPCK) 1 
gene (mouse strains AKR, C57BL) was initially found to be up-regulated by 3-fold in the 
adipose tissue of obese AKR mice relative to lean C57L/J mice using CuraGen's 
GeneCalling® method of differential gene expression (described in Example Q7). A 
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differentially expressed mouse gene fragment migrating, at approximately 254 nucleotides in 

length was definitively identified as a component of the mouse Cytosolic 

Phosphoenolpyruvate carboxykinase (PEPCK) 1 cDNA. The method of competitive PCR 

was used for confirmation of the gene assessment The electropherographic peaks 

5 corresponding to the gene fragment of the mouse cytosolic Phosphoenolpyruvate 

carboxykinase (PEPCK) 1 were ablated when a gene-specific primer (shown in Table Al) 

competes with primers in the linker-adaptors during the PCR amplification. The peaks at 254 

nt in length were ablated in the sample from both the obese AKR mice and the normal 

C57I/J mice. 

10 

Table AL The direct sequence of the 254 nucleotide-long gene fragment and the gene- 
specific primers used for competitive PCR are indicated on the cDNA sequence of Cytosolic 
Phosphoenolpyruvate Carboxykinase (PEPCK) 1 fragment (SEQ ID NO:171) are shown in 

bold The gene-specific primers at the 5' and 3" ends of the fragment are underlined. 

Gene Sequence (fragment from 1442 to 1695 in bold, band size: 254) 

961 AAGGCAAGAA GAAATACCTG GCCGCAGCCT TCCCTAGTGC CTGTGGGAAG ACTAACTTGG 
1021 CCATGATGAA CCCCAGCCTG CCCGGGTGGA AGGTCGAATG TGTGGGCGAT GACATTGCCT 
1081 GGATGAAGTT TGATGCCCAA GGCAACTTAA GGGCTATCAA CCCAGAAAAC GG GTTTTTT G 
1 141 GAGTTGCTCC TGGCACCTCA GTGAAGACAA ATCCAAATGC CATTAAAACC ATCCAGAAAA 
1201 ACACCATCTT CAOCAAOGTG GCCGAGACTA GCGATGGGGG TGTTTACTGG GAAGGCATCG 
1261 ATGAGOCGCT GGCCCCGGGA GTCACCATCA CCTCCTGGAA GAACAAGGAG TGGAGACCGC 
1321 AGGACGCGGA ACCATGTGCC CATCCCAACT CGAGATTCTG CACCCCTGCC AGOCACTGCC 
1381 CCATTATTGA CCCHX30CTGG GAATCTCCAG AAGGAGTACC CATTGAGGGT ATCATCTTTG 
1441 O TGGCCGTAG ACCTGAAGCT GTCCCCCTTG TCTATGAAGC CCTCAGCTGG CAGCATGGGG 
1501 TGTTTCTAGG AGCAGCCATG AGATCTGAGG CCACAGCTGC TGCAGAACAC AAGGGCAAGA 
1561 TCATCATGCA CGACCOCTTT GCCATGCGAC CCTTCTTCGG CTACAACTTC GGCAAATAGC 
1621 TGGCCCACTG GCTGAGCATG GCCCACCGCC CAGCAGCCAA GTTGCCCAAG ATCTTCCATG 
1681 TCAACTGGTT CCGG A AGGAC AAAOATGGCA AGTTCCTCTG GCCAGGCTTT GGCGAGAACT 
1741 OOOGGGTGCT GGAGTGGATG TTCGGGCGGA TTQAAGGGGA AGACAGCGCC AAGCTCACGC 
1801 OCATCGGCTA CATCCCTAAG GAAAACGCCT TGAACCTGAA AGGOCTGGGG GGCGTCAACG 
1861 TGGAGGAGCT GTTTGGGATC TCTAAGGAGT TCTGGGAGAA GGAGGTGGAG GAGATCGACA 
1921 GGTATCTGGA GGACCAGGTC AACACCGACC TCCCTTACGA AATTGAGAGG GAGCTCCGAG 
1981 CCCTGAAACA OAQAATCAGC CAGATGTAAA TCCCAATGGG GGCGTCTCGA GAGTCACCCC 
2041 TTCCCACTCA CAGCATCGCT GAGATCTAGG AGAAAGCCAG CCTGCTCCAG CTTTGAGATA 
2101 GCGGCACAAT CGTGAGTAGA TCAGAAAAGC AOCTTTTAAT AGTCAGTTGA GTAGCACAGA 
2161 GAACAGGCTA GGGGC 

(gene length is 2617, only region from 961 to 2175 shown) 
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A protocol for Mouse Dietary-Induced Obesity study is disclosed in Example Ql . 

5 A large number of mouse strains have been identified that differ in body mass and 

composition. The AKR and NZB strains are obese, the SWR, C57BL and C57BL/6 strains 
are of average weight whereas the SM/J and Cast/Ei strains are lean. Understanding the gene 
expression differences in the major metabolic tissues from these strains will elucidate the 
pathophysiologic basis for obesity. These specific strains of rat were chosen for differential 
1 0 gene expression analysis because quantitative trait loci (QTL) for body weight and related 
traits had been reported in published genetic studies. Tissues included whole brain, skeletal 
muscle, visceral adipose, and liver. 

The predominant cause for obesity in clinical populations is excess caloric intake. 
This so-called diet-induced obesity (DIO) is mimicked in animal models by feeding high fat 
diets of greater than 40% fat content The DIO study was established to identify the gene 
expression changes contributing to the development and progression of diet-induced obesity, 
hi addition, the study design sought to identify the factors that lead to the ability of certain 
individuals to resist the effects of a high fiat diet and thereby prevent obesity. The sample 
groups for the study had body weights +1 S.D., + 4 S X>. and + 7 SX>. of the chow-fed 
controls. Id addition, the biochemical profile of the + 7 SIX mice revealed a further 
stratification of these anima l s into mice that retained a normal glycemic profile in spite of 
obesity and mice that demonstrated hyperglycemia. Tissues examined included 
hypothalamus, brainstem, liver, retroperitoneal white adipose tissue (WAT), epididymal 
WAT, brown adipose tissue (BAT), gastrocnemius muscle (fast twitch skeletal muscle) and 
soleus muscle (slow twitch skeletal muscle). The differential gene expression profiles for 
these tissues revealed genes and pathways that can be used as therapeutic targets for obesity. 
Protocol for differential gene expression analysis, GeneCalling®, is disclosed in Example 
Q7. 

Results 

A gene fragment of mouse cytosolic Phosphoenolpyruvate carboxykinase (PEPCK) 
was found to be down-regulated by 7-fold in the epididymal fat pad (efp) of Ngsd7 (normal 
35 glycemic, obese) vs. chow-fed mice in a diet-induced obesity study using CuraGen's 
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GeneCalling® method of differential gene expression. A differentially expressed mouse 

gene fragment migrating, at approximately 349 nucleotides in length was definitively 

identified as a component of the mouse cytosolic Phosphoenolpyruvate carboxykinase 

(PEPCK) cDNA. The method of competitive PCR was used for confirmation of the gene 

5 assessment The electrophero graphic peaks corresponding to the gene fragment of the mouse 

cytosolic Phosphoenolpyruvate carbox>4cinase (PEPCK) were ablated when a gene-specific 

primer (shown in Table A2) competes with primers in the linker-adaptors during the PCR 

amplification. The peaks at 349 nt in length were ablated in the sample from both the Ngsd7 

and chow-fed mice. In addition, the mouse cytosolic Phosphoenolpyravate carboxykinase 

10 (PEPCK) gene is down-regulated in the retroperitoneal fet pad (rfp) of Ngsd7 (normal 

gjycemic, obese) and Hgsd7 (hyperglycemic, obese) versus Sdl or chow-fed mice. It should 

be noted that the downregulation of this gene in adipose in a dietary-induced obesity model 

may be a compensatory response to limit triglyceride deposition and adiposity. 

Table A2. The direct sequence of the 349 nuclcotide-long gene fragment and the gene- 
specific primers used for competitive PCR are indicated on the cDNA sequence of the 
cytosolic Phosphoenolpyruvate Carboxykinase (PEPCK) fragment (SEQ ID NO: 172) are 
shown in bold. The gene-specific primers at the 5' and 3* ends of the fragment are 

underlined. ^ 

Gene Sequence (fragment from 2077 to 2425 in bold, band size: 349) 

1596 CCATGCOAOC CTTCTTCGGC TACAACTTCG GCAAATACCT GGCCCACTGO CTGAGCATCG 
1 656 CCCACCGCCC AGCAGCCAAG TTGCCGAAGA TCTTCCATGT CAACTGGTTC CGOAAGGACA 
1716 AAOATGGCAA GTTOCTCTGG CCAGGCTTTG GCGAGAACTC CCGGOTGCTG GAOTGGATGT 
1776 TCGGGCGGAT TGAAGGGGAA GACAGCGCCA AGCTCACGCC CATCGGCTAC ATCCCTAAGG 
1836 AAAACGOCTT GAACCTGAAA GGCCTGGGGG GCGTCAAOOT GGAGOAGCTQ TTTGGGATCT 
1896 CTAAGGAGTT CTGGGAGAAG GAGGTGGAGO AOATCGACAO GTATCTGGAG GACCAGGTCA 
1 956 ACACCGACCT CCCTTACGAA ATTGAGAGGG AGCTCCGAGC OCTGAAACAG AGAATCAGCC 
201 6 AGATGTAAAT OCCAATGGGG GCGTCTCGAG AGTCACCCCT TCCCACTCAC AGCATGCGCT 
2076 GAGATCTAGG AGAAAGCCAG CCTGCTCCAG CTTTGAGATA GCGGCACAAT GCTGAGTAGA 
2136 TCAGAAAAGC ACCTTTTAAT AGTCAGTTGA GTAGCACAGA GAACAGGCTA GGGGCAAATA 
2196 AGATTGGGAG GGGAAATCAC CGCATAGTCT CTGAAGTTTG CATTTGACAC CAATGGGGGT 
2256 TTTGGTTCCA CTTCAAGGTC ACTCAGGAAT CCAGTTCTTC ACGTTAGCTG TAGCAGTTAG 
2316 CTAAAATGCA CAGAAAACAT ACTTGAGCTG TATATATGTG TGTGAACGTG TCTCTGTGTG 
2376 AGCATGTGTG TGTGTGTGTG TGTGTGTGTG TG TGTGTOTG TGTCTGTACA TCCfTimrrrn 
2436 TCCCATTGTC CACAGTATAT TTAAAACCTT TGGGGAAAAA TCTTGGGCAA ATTTGTAGCT 
2496 GTAACTAGAG AGTCATGTTO CTTTGTTGCT AGTATGTATG TTTAAATTAT TTTTATACAC 
2556 CX5CCCTTCCT TACCTTTCTT TACATAATTG AAATTGGTAT CCGGACCACT TCTTGGGAAA 
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2616 AAAATTACAA AATAAACTTT TATAGAAAAA GTAAAAAAAA AAAAAAAA 

(gene length is 2663, only region from 1596 to 2663 shown) 



Our data also showed that cytosoKc PEPCK is downregolated 1.8-fold in the liver of 
Ngsd7 (normal glycemia and obese) versus Hgsd7 (hyperglycemic and obese) mice in the 
diet-induced obesity study. Identify of the PEPCK as the downregulated gene was then 
5 confirmed by Trapping technology (disclosed in Example Q7). Therefore, PEPCK is 
upregulated in Hgsd7 liver versus Ngsd7 liver. Thus, PEPCK upregulation occurs at the 
transition between normal glycemia and the pathologic change to hyperglycemia Since 
PEPCK is flie rate-controlling step in the process ofhepatic ghiconeogenesis (production of 
glucose from non-glucose substrates), the data suggests that upregulation of PEPCK is a 
10 critical step in the evolution to hyperglycemia and Type 2 diabetes. 



Example A3. Identification of Human PEPCK Sequence 

The sequence of Human PEPCK (Acc. No. CG101190-01) was derived by laboratory 
15 cloning of cDNA fragments, by in silico prediction of the sequence. cDNA fragments 

covering either the full length of the DNA sequence, or part of the sequence, or both, were 
cloned. In silico prediction was based on sequences available in CuraGen's proprietary 
sequence databases or in the public human sequence databases, and provided either the full- 
length DNA sequence, or some portion thereof The protocol for identification of human 
20 sequence(s) is disclosed in Example Q8. 

Table A3 shows an alignment (ClustalW) of the protein sequences of the human 
(CG101 190-01), rat (PPCC_MOUSE - Q9Z2V4) and mouse (PPCCJRAT = P07379) 
versions of the cytosolic Phosphoenolpyruvate Carboxylase (PEPCK). Table A4 shows 
25 sequences of rat (PPCC_MOUSE = Q9Z2V4; SEQ ID NO:174) and mouse (PPCCJRAT = 
P07379; SEQ ID NO: 173) versions of the cytosolic Phosphoenolpyruvate Carboxykinase 
(PEPCK). 
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Table A3. An alignment (CtustalW) of the protein sequences of die human (CGI 01 190-01; SEQ ID NO:2), 
rat (PPTCJtfOUSE = Q9Z2V4; SEQ ID NO: 174) and mouse (PPCC_RAT = P07379; SEQ ID NO: 173) 
versions of the cytosolic Phosphoenolpyruvate Caiboxykinase (PEPCK). 





Table AS 

>PPCC MOUSE (SEQ ID NO:173) 

MPPQUINGIJ)FSAK^(^SIJ>SIJ»QAVRKFVEGN 

KTONCWIALTOPW>VAWESKTv^^ 

VTPFSMGPLGSPlJ\iaGIELTT^ 

AChn>ELTUAHU»DRREIISFGSGyC^SIXGKKCT 

AAAFPSACGKH>ILAMMNPSLPGWKVECVGDDIAWMKro 

IQKNTIFIWVAElSDGGVYWEGIDEPIAPGvTTreWKN^ 

BSPEGWIEGIIFGGRRPEGVPLVYEAIiWQHGW 

GKYlJVHWLSMAHRPAAKlJKira 

ENALNIXGIXKjVTIVEBIJGISKEPWEKE^ 

>PPCC RAT(SEQIDNO:174) 

MPPQLHNGIJ3FSAKV1QGSU>S^ 

KYDNCWLALTOPKDVARIESKTvTriQEQRDTVP 

VTPFSMGPUSSPLAKIGIELTOSFyW^ 

ACNPHLTLIAHU'DRREIISFGSCT 

AAAFPSACGKTOLAMMNFn^GWK^ 

IQKNTIFWVAETSIXKj^nrW^^ 

ESPEGWIEGOQFGGRRPAGWLVYEALSWQHGVFVGAAMRSEATAAAETO 
GKYLAHWIJSMAHRPAAKIJ^aFHVNWFRKD^ 

EPAI>nLKGLGDVNV^ELFGISKEFWEKEVBEro 
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The laboratory cloning was performed using one or more of the methods summarized 
in Example Q8. The NOV1 clone was analyzed, and the nucleotide and encoded polypeptide 
sequences are shown in Table A6. 



f~ Table A6. NOVl Sequence Analysis 


NOVla,CG101 190-01 
DNA Sequence 


SEQE)NO:l 


2070 bp 


OKF Start ATG at 1 19 


ORF Stop: TAA at 1985 


GAACACAAACTTGCTGGCGGGAAGAG^ 



QAGAAGAAAGGTC^CCI^ 



AACGGCCIXaAACCTCTCGGCCAAAGTTGT^ 
A 

GTTTCTOTAGAATAACGCTGaGCTG^ 



AQAATGGGCGGCrrrCTGGGCCftGft^^ 
C 

TGCTGGTTGGCTCTCACTGACrc^ 

A * \ 

AGAGCAAAGAGACACAGTGCCCATCCCC^^ 

G : 

AGGATTTTGAGAAAGCGTTCAA^^ 
C 

CGATTCAGCATGGGGCCGCTGGGCTCACCT^ 



AGTTTGTCAAATGCCTCCATTCTGT6GGGTGCX!CTCT 

G 

CCXnXXIAACCCXJGAGCTGACGCTCATCGrcC^ 

G 

TGGGTACGGCGGGAACTCGCTGCTCGGGA71GAAGTC 

A CAACCCTGAGGGTGAGAAGAA 
G 

TACX!TGGCGGCCGCATTTCCCAGCGCCTGCX3GGA^ 
C 

CGGGTGGAAGGTTGAGTGOGTCGGGGATG^^ 
A 

GGGCCATCAACCCAGAAAATGGCTTTTTCGGTG 

T 

GCCATCAAGACCATCCAGAAGAACACAATCTTT^ 

A 

CTX3GGAAGGTATTOATGAGCOKri3UX^ 
A 

GCTCAGAGGATGGGGAACCTTGTGCCC!ACCXX!AACT 

C ' , 

ATCATTGATGCIX3CCTGGGAGTCTCCGGAAGGTGTTC 

G 



A 

TG&GATCAGAGGCCACAGCX3GCTGCAGAAC 

G 

3GCCXnrrCTTTGGCmC»ACTT 
C 

AGCCAAACTGCCCAAGATCTTCCATC^^ 
C 

CAGGCTTTGGAG^aAACTCCAGGGTGCTGG 
C 

AAGCTCACX^CCATAGGCTACATCCCCAAGGAGGA 
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A 

CATGATGGAGCTTTTCA^ 
C 

TGGAGC^TC3VAGTCAATGCC5GACCTCCCCTGT6 
A 

ATAAGCTCAGATGTAATCAGGGCCTQAQl^ 



NOVla, CG101 190-01 |SEQ ID NO: 2 
Protein Sequence 



MPPQLQNGLNI^AKVVQGSLDSLP^ 
R 

LKKYBNCWLALTDPITOVAMB 
6 

RTMYVIPPSI^PLGSPI^KlGIELTDSPYVVASMRIMTimGTPV^ 
K 

PIATNNWPCNPELTLIAHLPDRRBI^^ 
N 

PSGEKJCYtiAAAFPSACGKXNIiAMMNPSLPGW^ 
S 

VKTNPNAIKTIQKOTIFINVABTSIXW^^ 
T 

PASQCPI IDAAWBSPEGVPIEGIIPGGimPAGVPLVYBAI^WQHGVFTOAAMRSEATAAA I 
M 

HDPFAMRPFFGYNFGKYIjAHWIiSMAQHPAAKLPKI FHVNWFRTOK^KFLWPGFGENSRVIiBWMFNR 
I 

DGKASTKLTPIGYIPKEDALNLKGLGHINMMELFSISKB 
I 

LALKQRISQM 



T 

GCAGTAGGAGCAAGAGAGGGCAAGTGTTCC 



622 aa MW at 69207.8kD 



NOVlb, 278992806 |SEQIDNO:3 ]l888bp 



DNA Sequence |ORF Start: at 2 |ORF Stop: end of sequence 



CAC03GATCCACXATGCCTCXnt3^ 
A 

GCCHX3GACAGCCTGCCCX!AGGCAG1X5AGGGA 
T 

CACATCCACATCnX3TGACX3GCT 
G 

CATCCTCAGGCGACTXaAAGAAGTATGACAACTC^^ 
A 

GGATCGAAAGCAAGACGGTTATOGTCA^ 
C 

CTCAGCCAGCTOSGTCGCTGGATGTCA^ 
G 

GTGCATGAAAGGTCX3CACCATGTACGTCATTO 
A 

AGATCGGCMCGAGCTGACKGATTCGCCCT^ 
C 

ACGCCC3GTCCTXK3AAGCACri^ 
T 

C CAACTGG C1X5CAA(X:CX3GAGCTGACGCTC^ 

CTGACCGO^GAGAGATCATCTCCIT^ 
C 

TTTGCTCTCAGGATGGCCAGCCGGCTGGCCAAG 
T 

GGGTATAACCAACXXnXSAGGGTGAGAAGAACT 



TGQATGAAGTTTGACXXIACAAGGTCATTT^^ 
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C 

TCCIXSGGACTTCAGTGA^ 
A 

ATCTGGCCGAGACCAGCGACGGGGGCSTTXACT^ 
C 

ACX!ATCACGTCCnX3GAAGAAIAAGGA£^^ 
C 

GAGGTTCTGCACCCCTGCO^CCAGTGCCC 
C 

CCATTGAAGGCATTATCTOTGGAGGCCGTAGA 
C 

G * — ^ 

CAAAATCATCATGCATGACCCCTTTGC 

6 

CCX^CTCGCTTAGCATGGC^CAGCArc 
C 

OK3AA6GAC3VAGGAA(3GCAAATTCX^ 
T 

GTTCAACCGQATCQATGQAAAAGCCAfiCACCAAGCT 
G 

GCCTGAACCTGtfU^AGGCCTGGGGCAGATCAA 
G 

GAGAAGGAGGTGGAAGACATCX3AGAAGTATC 
T 

TCGACGGC 



NOVlb, 278992806 SEQ ID NO: 4 

Protein Sequence 



629; 



MWat69825.4kD 



TGSTlTOPQIiQNGLNLSAKVVQGSLDSL CDGSEKENGRIJjGQMKEB 
G 

ILRMJOOfDNCWIiALTDPRDVARIESKTV^ 
G 

OTO^TMYVIPPSMGPIiGSPLSKIGIKLTI^PYVVASMR^ 
L 

PLQKPLVNNWPCNPKLTIiIAHLPDRREI ISFGSGYGGNSIiIiGKKCFALRMASRIAKEEGWLAKHMLI 
L 

GITNPBGEKKYIiAAAFPSACGKTNLAMMN^^ 
A 

PGTSVKTNTmiKTIQKNTIFraVABTSDGGVYWEGro 
S 

RFCTPASQCPI IDAAWBSPBGVPIBGI IFGGM^AGVPLVYEAI»SWQHGVFVGAAMRSEATAAAEHK 
G 

KI IMHDPFAMRPFFGYNFGKYI1AHWLSMAQHPAAKI1PKI 
M 

FNimXSKASTKLTOIGYIPKEDALNIiKGLGHIK^^ 
I 

BREIIiAIiKQRISQMVDG 



NOVlc, 278992862 
DNA Sequence 



SEQ ID NO: 5 



ORF Start at 2 



1801 bp 



ORF Stop: end of sequence 



^CCGGATCCGAGTTTCTCGAGAAXAAC^ 
G 

GCTCTGAGGAGGAGAATGGGOGGCTTCTGGGCCAGATGG 
G 

AAOTATGACAACTX3CTGGTTGGCTCTC^ 
T 

TATCGPTCACCCAAGAGCAAAGAGACAC^^ 
T 

GGATGTCAGAGGAGGATTTTGAGAAAGCGTTC^T^ 
C 

ATGTACGTCATCCCATTCAGCATGGGGCCGCT^ 
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C 

GGATTCGCCXTACGTGGTGGCCAGCATGCGGAT^ 
C 

TGGGCGATGGGGAGTTTGTCAAATGCXrrc^TT^ 
G 

GTCAACAACTGGCCCrrcCAACCCGGA6CTGACG(^^ 
T 

A 

GCCGGCTGGCCAAGGAGGAAGGGTGGCTGGC^^ 
G 

GGTGAGAAGAAGTAC(nX3GCGGCCX3CATTTC 
A 

CCCCAGCCTCCCCX3GGTGGAAGG3^^ 
C 

AAGGTCATTTAAGGGCCATCAACCCAGAAAATGGCT^ 

ACCAACXXZCaATGCOmyU^CCATC^^ 
A 

CGGGGGCGTTTACTGGGAAGGTATTGATO 
A 

ATAAGGAGTGGAGCTCAGAGGATGGGGAACXrTTGT^ 

C * 

AGCCAGTGCCCCATCAIPIGATGCrGCCTC 
T 

TGGAGGCCGTAGACCTGCTGGTGTCTCCTC^ 
G 

TCGGGGCGGCXJATGAGATCAGAGGCCACAGCGGCT^ 
C 

CCCTTTGCCATGCGGCCCTTCTTTGGCTAC^ 
C 

CCAGCACCCAGCAGCCAAACTGCCOtf^TC^^ 
A 

AATTCCTCIX^CCaVGGCTTTGGAGAG 
A 

AAAGC(^GC^C^AAGCrCAjCX3CCCATAG€CTA 
T 

GGGGCAGATCAACATGATGGAG 
A 

TCGAGAAGTATCTGGAGGATCAAGTCAAT^ 
C 

TTGAAGCAAAGAATAAGCCAGATGGTCGACGGC 



NOVlc, 278992862 
Protein Sequence 



SEQ ID NO: 6 600 aa MW at 66780.9fcD 



TGSEFIiENNAELCQPDHIHI CIX3S BKKNGRI*LGQMBKEG ILRRLKKYDNCWLALTO 
V 

IVTXJBQIUDTVPIPKTOLSQIjGRWMSBBDPBKAPNARFPGCMK^ PLSKIGIEL 
T 

DSPYVVASMRIMTRMGTPVLEALGDGEF^ I 
I 

SFGSGYGGNSLLGKKCFALRMASRLAKK 
N 

PSLPGWKVBCVGDDIAWMKFDAQGHI*^ 
D 

GGVYWEGiroEPIJ^GVTITSWKNKEWSSEDGBPC^ 
P 

GGRRPAGVPLVYEALSWQHGVFVGAAKRSEATJ^^ 
A 

QHPAAKLPKIFHVNWFRTOKBGKFLWPGFGENS 
I* 

GHXtmMBLFSISKEFWBKEVKDlKKYIiKDQVNADIiPCT 
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A ChistalW comparison of the above protein sequences yields the following sequence 
alignment shown in Table A7. 



Table A7. Comparison of the NOV1 protein sequences. 



NOVla MPPQIjQNGIiNIjSAKWCK3SIiDSLPQAV 

NOVlb TGSTMPPQLQNGLNIiSAKVVQGSLDSL^ 

NOVlc . TGSBFLENNAKLCQPDHIHICDGSKKKNGRIi 

NOVla LGQMEKEGIIJlRIiKKYDNCWIiALTDPRDVARIBSK^ 

NOVlb I/^MEEBGIIiRWjKKYDNCWIiALTO 

NOVlc LGQMEEMILRRIiKKYDNCWIiAL^ 

NOVla MSBBDFBKAFNARPPGCmGRTMYVIPFSMGPI/3SPIiSK3GIELTD 

NOVlb MSKEDFEKAFNARFPGCmGRTMYVIPFSMGPLGSPLSKIGIELTO 

NOVlc MSKEDFEKAFNARFPGCMKGRTMYVIPFSMGPLGSPLSK^ 

NOVla GTPVLEALGDGBFVKCLHSVGCPLPLQKPL^ ISFGSGYG 

NOVlb GTPVLBAIjGDGEFVKCIiHS VGCPLPLQKPLVNNWPCNPEL^ IAHLPDRRBI IS FG SGYG 

NOVlc CTPVLKALGIXffiFVKClUEBVGCPLPI^ 

NOVla GN SIJ^KKCFJVLRMASMJUCEBGWIiAKHML I LG I TNPEGEKKyiiAAAFPSACGKTNLAMM 

NOVlb GNSLZiGKKCFALRMASRLAKEBGWLAEHMLIIiG^ 

NOVlc GNS LLGKKCF AIiRMASRLAKEEG WLAKHML I LG I TNPEGB KKYLAAAFPS ATOKTNLAMM 

NOVla NPSLPGWKVBCVGDDXAWMKFDAQGHLRAINPENGFFGVAPCT 

NOVlb NPSLPGWKVECVGDDIAWMKFDAQGHLRAINPKNGFFGV^ 

NOVlc NPSLPGWKVECVGDDIAWMKFI>AQGHIiRAINPKNGFFGVAPCT 

NOVla FTNVABTSDGGVYWBGIDBPLASGVTITSWKNKEWS SEDGBPCAHPNSRFCTPASQCP 1 1 

NOVlb FTOVAETSDGGVYWEGITOEPLASGVTITSWKNKBW 

NOVlc FTNVAETSDGGVYWBGIDBPLASGVTITSWKNKEWSSEIX3EP«HPNS I 

NOVla DAAWESPEGVPIEGI I FGGRRPAGVPLVYEAIiSWQHGVFVGAAMRSEATATVAEHKGKI IM 

NOVlb DAANESPEGVPIEGIIFGGRRPAGVPLVYEAIiSWQHGVFVGAAM^ 

NOVlc DAAWBS PEGVP IBGI I FGGIUtPAGVPLVYEALS WQHGVFVGAAMRSEATAAAEEIKX3KI IM 

NOVla HDPFAMRPFFGYNFGKYIiAHWLSMAQHPAAKLP 

NOVlb HDPFAMRPFFGYNFGKYIiAHWLSMAQHPAAIQjPKIFHVNWFRKDKBGK^ 

NOVlc HDPFAMRPFFGYNFGKyLAHWLSMAQHPAAKLPKIFHVNV^ 

NOVla LEWMFNRIDGKASTKIiTPIGYIPKBDALl^ 

NOVlb LEWMFNRIMKASTKLTPIGYIPKEDALNIiK^ 

NOVlc I^WMFNRIIXSKASTKLTPIGYIPKEDALN^ 

NOVla EDQfVNADLPCHSIBRBIIiAIjKQRISQ^!- - - 

NOVlb EDQVNADIiPCEIEREILALKQRISQMVDG 

NOVlc KEXJVNADIxPCSIKREIIiALKQRISQMVDG » 

NOVla (SBQ ID NO: 2) 

NOVlb (SBQ ID NO: 4) 

NOVlc (SBQ ID NO: 6) 



Further analysis of the NOVla protein yielded the following properties shown in Table A8. 



Table A8. Protein Sequence Properties NOVla 



SignalP analysis: | No Known Signal Sequence Predicted 



PSORTE analysis: 
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PSG: a new signal peptide prediction method 
N-region: length 0; pos.chgO; neg-chgO 
H-regiom length 13; peak value -1.95 
PSG score: -635 

GvH: von Herjne's method for signal seq. recognition 
GvH score (threshold: -2.1): -10.13 
possible cleavage site: between 17 and 18 

>» Seems to have no N-terminal signal peptide 

ALOM : Klein et al's method for TM region allocation 
mit position for calculation: 1 

Tentative number of TMS(s) for the threshold OS: 0 
number of TMS(s) fixed 
PERIPHERAL likelihood = 6.42 (at 280) 
ALOM score: 6.42 (number of TMSs: 0) 

Mil DISC: discrimination of mitochondrial targeting seq 
R content: 0 Hyd Moment(75): 3.20 
HydMoment(95): 6.24 G content: 2 
D/Bcontent 1 S/Tcontent 2 
Score: -5.73 

Gavel: prediction of cleavage sites for mitochondrial preseq 
cleavage site motif not found 

NUCDISC: discrimination of nuclear localization signals 
pat4: none 
par?: none 
bipartite: none 

content of basic residues: 10.6% 
NLS Score: -0.47 

* KDEL: ER retention motif in the C- terminus: none 

ER Membrane Retention Signals: none 

SKL: peroxisomal targeting signal in the C-tenninos: none 

PTS2: 2nd peroxisomal targeting signal: none 

VAC: possible vacuolar targeting motif: found 
KLPKat507 

RNA-binding motif: none 

Actnnn-type actin-bindrng motif: 
type 1: none 
type 2: none 

NMYR: N-myristoylation pattern : none 

Prenylation motif: none 

memYQRL: transport motif from cell surface to GolgL none 
Tyrosines in the tail none 
Dfleucine motif in the tail: none 
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checking 63 PROSTTE DNA binding motifs: none 

checking 71 PROSTTE ribosomal protein motifs: none 

checking 33 PROSITE prokaiyotic DNA binding motifs: none 

NNCN: Reinhardfs method for Cytoplasroic/Nuclear discrimination 
Prediction: cytoplasmic 
Reliability: 89 

COIL: Lupas's algorithm to detect coikd-cofl regions 
totah 0 residues 



Final Results (k « 9/23): 

43.5%: nuclear 
34.8 %: cytoplasmic 
17.4 %: rnitochondrial 
43 %: vacuolar 

» prediction for CG101 190-01 is nuc (kr=23) 



A search of the NOVla protein against the Geneseq database, a proprietary database that 
contains sequences published in patents and patent publication, yielded several homologous 
proteins shown in Table A9. 



Table A9. Geneseq Results for NOVla 


Geneseq 
Identifier 


Protein/Organism/Length [Patent 
#,Date] 


NOVla 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Region 


Expect 
Value 


AAB71880 


Human PEPCK-cytosolic protein - 
Homo sapiens, 622 aa. [US6 187545- 
Bl, 13-FEB-2001] 


1..622 
1..622 


617/622 (99%) 
620/622(99%) 


0.0 


AAB71890 


Mouse PEPCK-cytosolic protein - 
Mus musculus, 622 aa, [US6187545- 
Bl, 13-FEB-2001] 


1..622 
1..622 


566/622 (90%) 
596/622 (94%) 


0.0 


AAY80296 


Human mitochondrial 
phosphoenolpyruvate carboxykinase 
SEQ ID NO:l - Homo sapiens, 640 
aa. [US6030837-A, 29-FEB-2000] 


14..622 
31..640 


437/610 (71%) 
514/610(83%) 


0.0 


ABJ37938 


NOVX protein sequence SEQ ID No 
121 - Unidentified, 608 aa. 
[WO200281517-A2, 17-OCT-2002] 


14..622 
31..608 


411/610(67%) 
485/610(79%) 


0.0 


ABB65318 


Drosophila melanogaster polypeptide 
SEQ ID NO 22746 - Drosophila 
melanogaster, 647 aa. j 
[WO200171042-A2, 27-SEP-2001] 


18..622 
43..647 


397/610(65%) 
477/610(78%) 


0.0 
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In a BLAST search of public sequence databases, the NOVla protein was found to have ' 
homology to the proteins shown in the BLASTP data in Table A10. 



Table A10. Public BLASTP Results for NOVla 


Protein 
Accession 
Number 


Protein/Organism/Length 


XNOVia 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Portion 


Expect 
Value 


P35558 


Phosphoenolpyruvate carboxykinase, 
cytosoKc [OTP] (EC 4.1.1.32) 
(Phosphoenolpyruvate carboxylase) 
(PEPCK-Q - Homo sapiens 
(Human), 622 aa. 


1..622 
1..622 


622/622(100%) 
622/622 (100%) 


0.0 


A45746 


phosphoenolpyruvate carboxykinase 
(GTP) (EC 4.L132) 1 - human, 622 
aa. 


1..622 
1..622 


620/622(99%) 
621/622 (99%) 


0.0 


P07379 


Phosphoenolpyruvate carboxykinase, 
cytosolic [GTP] (EC 4.1.1.32) 
(Phosphoenolpyruvate carboxylase) 
(PEPCK-C) - Rattos norvegicus 
(Rat), 622 aa. 


1..622 
1..622 


566/622(90%) 
596/622 (94%) 


0.0 


Q9Z2V4 


Phosphoenolpyruvate carboxykinase, 
cytosolic [GTP] (EC 4.1.132) 
(Phosphoenolpyruvate carboxylase) 
(PEPCK-C) - Mus musculus 
(Mouse), 622 aa. 


1..622 
1..622 


566/622 (90%) 
596/622 (94%) 


0.0 


Q8BSX3 


Phosphoenolpyruvate carboxykinase 
1 - Mus musculus (Mouse), 622 aa. 


1..622 
1..622 


566/622 (90%) 
595/622 (94%) 


0.0 



PFam analysis predicts that the NOVla protein contains the domains shown in the Table 
All. 



Table All. Domain Analysis of NOVla 


Pf am Domain 


NOVla Match Region 


Identities/ 
Similarities 
for the Matched Region 


Expect Value 


PEPCK 


29..622 


434/612(71%) 
567/612(93%) 


0 



5 



Example A4. Human Cytosolic Phosphoenolpyruvate Carboxykinase (PEPCK) Gene 
Variants and SNPs 
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Variant sequences are included in this application. A variant sequence can include a 

single nucleotide polymorphism (SNP). A SNP can, in some instances, be referred to as a 

"cSNP" to denote that the nucleotide sequence containing the SNP originates as a cDNA. A 

SNP can arise in several ways. For example, a SNP may be due to a substitution of one 

5 nucleotide for another at the polymorphic site. Such a substitution can be either a transition 
or a transversioiL A SNP can also arise from a deletion of a nucleotide or an insertion of a 
nucleotide, relative to a reference allele. In this case, the polymorphic site is a site at which 
one allele bears a gap with respect to a particular nucleotide in another allele. SNPs 
occurring within genes may result in an alteration of the amino acid encoded by the gene at 

10 the position of the SNP. Intragenic SNPs may also be silent, however, in the case that a 
codon including a SNP encodes the same amino acid as a result of the redundancy of the 
genetic code. SNPs occurring outside the region of a gene, or in an intron within a gene, do 
not result in changes in any amino acid sequence of a protein but may result in altered 
regulation of the expression pattern for example, alteration in temporal expression, 

15 physiological response regulation, cell type expression regulation, intensity of expression, 
stability of transcribed message. 

Method of novel SNP Identification: SNPs are identified by analyzing sequence assemblies 
using CuraGen's proprietary SNPTool algorithm. SNPTool identifies variation in assemblies 
20 with the following criteria: SNPs are not analyzed within 10 base pairs on both ends of an 
alignment; Window size (number of bases in a view) is 10; The allowed number of 
mismatches in a window is 2; Minimum SNP base quality (PHRED score) is 23; Minimum 
number of changes to score an SNP is 2/assembly position. SNPTool analyzes the assembly 
and displays SNP positions, associated individual variant sequences in the assembly, the 
• 25 depth of the assembly at that given position, die putative assembly allele frequency, and the 
SNP sequence variation. Sequence traces are then selected and brought into view for manual 
validation. The consensus assembly sequence is imported into CuraTools along with variant 
sequence changes to identify potential amino acid changes resulting from the SNP sequence 
variation. Comprehensive SNP data analysis is then exported into the SNPCalling database. 

30 

Method of novel SNP Confirmation: SNPs are confirmed employing a validated method 
know as Pyrosequencing. Detailed protocols for Pyrosequencing can be found in: Alderborn 
et al. Determination of Single Nucleotide Polymorphisms by Real-time Pyrophosphate DNA 
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Sequencing. (2000). Genome Research. 10, Issue 8, August 1249-1265. 



In brief, Pyrosequencing is a real time primer extension process of genotyping. This 
5 protocol takes double-stranded, biotinylated PCR products from genomic DNA samples and 
binds them to strep tavidin beads. These beads are then denatured producing single stranded 
bound DNA. SNPs are characterized utilizing a technique based on an indirect 
bioluminometric assay of pyrophosphate (PPi) that is released from each dNTP upon DNA 
chain elongation. Following Klenow polymerase-mediated base incorporation, PPi is 

1 0 released and used as a substrate, together with adenosine 5'-phosphosulfate (APS), for ATP 
sulfurylase, which results in the formation of ATP. Subsequently, the ATP accomplishes the 
conversion of luciferin to its oxi-derivative by the action of luciferase. The ensuing light 
output becomes proportional to the number of added bases, up to about four bases. To allow 
processivity of the method dNTP excess is degraded by apyrase, which is also present in the 

1 5 starting reaction mixture, so that only dNTPs are added to the template during the 

sequencing. The process has been fully automated and adapted to a 96-well format, which 
allows rapid screening of large SNP panels. 

Results 

20 

The DNA and protein sequences for the novel single nucleotide polymorphic variants of the 
phosphoenolpyruvate carboxykinase-like gene of CuraGen Acc. No. CG101 190-01 are 
reported in Table A12. Variants are reported individually but any combination of all or a 
select subset of variants are also included. In Table A12, the positions of the variant bases 

25 and the variant amino add residues are underlined. In summary, there are 1 6 variants 
reported in Table A12. Variant 13374203 is a G to A SNP at 187 bp of the nucleotide 
sequence that results in no change in the protein sequence (silent), variant 13374204 is a G to 
A SNP at 322 bp of the nucleotide sequence that results in no change in the protein sequence 
(silent), variant 13374205 isaCtoTSNP at400bp of the nucleotide sequence that results in 

30 no change in the protein sequence (silent), variant 13374206 is a C to G SNP at 668 bp of the 
nucleotide sequence that results in a Leu to Val change at amino acid 184 of protein 
sequence, variant 13378862 is a G to A SNP at 868 bp of the nucleotide sequence that results 
in a Met to lie change at amino acid 250 of protein sequence, variant 13380271 is an A to G 
SNP at 917 bp of the nucleotide sequence that results in an lie to Val change at amino acid 
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267 of protein sequence, variant 1 3378861 is a G to A SNP at 944 bp of the nucleotide 

sequence that results in a Glu to Lys change at amino acid 276 of protein sequence, variant 

13379542 is a C to T SNP at 1258 bp of the nucleotide sequence that results in no change in 

the protein sequence (silent), variant 13378352 is a C to A SNP at 1339 bp of the nucleotide 

5 sequence that results in a Cys to Stop change at amino acid 407 of protein sequence, variant 
13375322 is an A to G SNP at 1680 bp of the nucleotide sequence that results in a Lys to 
Arg change at amino acid 521 of protein sequence, variant 13375321 is an A to G .SNP at 
1731 bp of the nucleotide sequence that results in a Glu to Gly change at amino acid 538 of 
protein sequence, variant 13375320 is a T to C SNP at 1773 bp of the nucleotide sequence 

10 that results in a Leu to Pro change at amino acid 552 of protein sequence, variant 13375319 
is a T to C SNP at 1 848 bp of the nucleotide sequence that results in a Leu to Pro change at 
amino acid 577 of proton sequence, variant 13375318 is a T to C SNP at 1857 bp of the 
nucleotide sequence that results in an He to Thr change at amino acid 580 of protein 
sequence, variant 13377375 is an A to G SNP at 1887 bp of the nucleotide sequence that 

15 results in a Glu to Gly change at amino acid 590 of protein sequence, and variant 13377374 
is a T to C SNP at 1 929 bp of the nucleotide sequence that results in a Leu to Pro change at 
amino acid 604 of protein sequence. 

Table A12. Variants of nucleotide sequence of Acc No. CG101190-01 (SEQ ED NO:l) 



Valiant 


Nucleotides 


Amino Acids 




Position 


Initial 


Modified 


Position 


Initial 


Modified 


13374203 


187 


G 


A 


23 


Leu 


Leu 


13374204 


322 


G 


A 


68 


Arg 


Arg 


13374205 


400 


C 


T 


94 


He 


He 


13374206 


668 


C 


G 


184 


Leu 


Val 


13378862 


868 


G 


A 


250 


Met 


fie 


13380271 


917 


A 


G 


267 


He 


Val 


13378861 


944 


G 


A 


276 


Glu 


Lys 


13379542 


1258 


C 


T 


380 


Gry 


Gry 


13378352 


1339 


C 


A 


407 


Cys 


STOP 


13375322 


1680 


A 


G 


521 


Lys 


Arg 


13375321 


1731 


! A 


G 


538 


Glu 


Gly 


13375320 


j 1773 


T 


C 


552 


Leu 


Pro 


13375319 


1848 


T 


C 


577 


Leu 


Pro 
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13375318 


1857 


T 


C 


580 


lie 


Thr 


13377375 


1887 


A 


G 


590 


Glu 


Gly 


13377374 


1929 


T 


C 


604 


Leu 


Pro 



Table A13. Variant Sequences 



Table A13A1. Nucleotide sequence of variant 13374203 NOVlaln (underlined). G/A 
(SEQIDNO:79) 



1 GftftCACaAACT ra 
81 GAGCXCJ^'l'TCGmSGCiKL" 
161 tj'Aiiii.\X3\QGGftflG^-x\^ftCaGCC7aCCOT 
241 TCACATCXACATCTGTGM^ 

321 GGCTGAAGAAGTATGACAACTGCTGGTTGGCTCTCA 
401 GXGACCCAJUSMSCAAAGftGACA^ 
481 TITTGA6AA7kGOGTTCAA!TGCCAGGTTCXX3^^ 
561 OGCTGGGClXIRCtrAVlt?i<a3AflGATOGGCgl^^ 

721 TTTACAAAAGCCTTTGGTCAACAACTGGC^ 

.801 acarortxriTTCGCftGTGGGaacG^^ 

881 GCCAAGGJWGGAAXSGGTGGCTGGCAGAGC^ 
* 9.61 GGCCGCATTTCCCAG06CC1X3CX3GGAAGAC^ 
1041 TCGGGXaraftGaiTGCCTBQ^ 

1121 GTOGCTCCTGQGACTTQWGTGRftQACCAAOOCCAATC 
1201 OGAGACX3«X3GaCX5GGGGOGTTrA^ 
1281 ATKAGGWJTIGGnGm 

1441 CCCTCT»GTCTATGAAGCTCTC»^^ 

1521 CAGAACAIAAAGGCAAAATCATCftT^^ 

1601 GCCCACTGGCTI?lGCftTGGCC^ 

1681 GGAAGGCAAATTCXntrre(XX3^ 

1761 CX3^GCACCAAGCTCAaXXXMW5GCTM 

1841 ATGGJUXTTTTTCAGCATCTCCAAGGAAT^ 

1921 TGCCGACXITCCCCTGTGAAATOGAGAGJUSAGATCCT^ 

2001 GCTTlJMXTlTAAAftTCATTCCCTTTC 



Table A13A2. Protein sequence of variant NOV1 alp (underlined). (SEQ ID NO:80) 

1 MPPQLQKK3LNLSAXVVQ(^IjDSIiPQ^^ 
81 DPRDVARIBSKTVIVTQBQRDTVPIPRror^IC 
161 TDSFYVVASMRIMTRICTPVIjRM/SDGBFVKC^ 
241 IjGKKCPAI^MASRlAKEBGWLAKHMI*IIiGITNP 
321 GHIiRAINPQJGFFGVAPGTSVXINPNAIK^ 
401 HPN£31FCTPA£QCPIXDAAHBSPBGOT 
481 AMRPFFGVNPGKYIiABWIiSMAQHPAAKLPKIPHVNWFR^ 

561 KDMjMLKGIKMIMMMKbFSISKBFWKXKVKDIBR^^ 



Table A13A3. Alteration effect 
No change. 



Table A13B1. Nucleotide sequence of variant 13374204 NOVla2n (underlined). G/A 
(SEQIDNO:81) 

1 GftACACAAACTTGCTGGCGGGAAGAGC 
81 GACXTTCM3VITCGTGCCCXrn^^ 
161 GTTOTCCROGGMUiCCTGGiftCAOOCTGCOC^^ 
241 TCACATCCACATCTGTGACGGCKTIX^ 
321 GACrcAAGAAGTATGM3ACTGCTGGTT6GCT^ 
401 GTCACCCAAGAGCAAAG&GACA^^ 
481 i"iiA^Tji^SAAAG<^rjrCAATGCCRGGTT^ 
561 CBCTGGGCTCA^ 

721 TTTACAAAAGCCTrrGGTCAAQVAC^ 

881 GCCZAGGZUSGAAGGOTGGCTGGCaGAGCACATGCT^ 

961 GgCCgCM^^ 
1041 TCGGGGRTGacaTTOCCTGGATGAA^ 
1121 GTCGCTCCTGGGACTTCAGTCJ^^ 

1201 cxsRGRccaGCGftaajoLxx^^ 

1281 ATRAGGAGTCGRgXTrCAGaGGATGGGQftACCT^ - 
1361 ATCATlX^TGCrGCCTGGGftGTCItXX3QAAGGTGT^ 
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1441 CCCTCXAGTCTAIGAftGCTCIT^^ 

1601 GCCCACitJt^'rJ^XSlTGCXX 

1681 QGAAGGCAARTTCCTCTGGCCRGGCTTTCGftG^ 

1761 CCAGC3iCC?iJV3CTCn<JGtt 

1841 ATGGftGCTTTTCAGCATCTCCAAGGAATTCTG 

1921 TGCCGACCTCCCCTGTGAAATC^^ 

2001 ^^n^^^n^^^tt^^T^^rn^^^s^^^M^^^^^^^^^^^^GABid3QGCM^iffncc 



Table Al 3B2. Protein sequence of variant NOV1 a2p (underlined). (SEQ ID NO:82) 

1 MgPQfrQflOIJttiSAKVVQQSIiDSL^^ 
81 DPRDVARXBSKTVIVTQBQlUTTVPXPiTO 
161 TPSCTVIfogMRPiriaiCTgVIg^ 
241 IiGKROTtfiRKftSRLMCBE^^ 
321 GHIiRAINPHraPFGVAPGTSVKaOTNAIKTIQKOT 
401 H E HS R F C TR aSQCTIIDaMIBSgEGVFIB^ 
481 AMRPFFGWFGOTAHWLSMAQHP^^ 

561 BDAIJJIJCGLGHIHMMBLFSISKBFWB^ 



Table A13B3. Alteration effect 



No change. 



Table A13C1. Nucleotide sequence of variant 13374205 NOVla3n (underlined). C/T 
(SBQIDNO:83) 



1 GAACRCAflAlYit^itJGCGGGAAG^ 
161 GmTTCiSQCNjGG^ 

401 GTCAOCCMatiGCNtoBN^^ 

481 TTTTGAGAAAGCGTTCSJVTGCCAGGTTCCC^ 

561 CGCTGGQCTCACXrrCTGrrCG?AGRT^ 

721 TTTACAAAAGOTCTTOGTCAA^ 

881 GCCAAGGAGGAAGGGTGGCTGGC^GAGCACATGCT^ 
961 GGCCGCATTTCCCAGCXXX^TGaSGGAAGACCA 
1041 TCXJGGGATGACATTGCCTGGATGAAGTT^ 
1121 GTCXXTIXX!TGGGACTTCAGTGAAGACX^A7 
1201 CXSAGACCAGOGyiCGGGGGCGTTTACTG^ 
1281 ATAAGGAGTGG&GCTCAGAGG^ 
1361 ATCATIXlATGCTGCCnXSGGAGTCTCCCX^ 

1521 OWQAACAXftAaKCTAAATCA^ 

1601 QcceAC T STOrpvcxaio ra ro 

1681 GGAAGGCAAATTCXrTCTGGCXrAGGCTTTGGAGA^ 
1761 CCAGCACCAAGCTCACGCCCATAGGCTA^ 
1841 ATGGAGCTTTTC!AGC3^TCTCCAAGGAATr^^ 

2001 



Table A13C2. Protein sequence of variant NOV la3p (underlined). (SEQ ID NO:84) 



1 MPPQIiQP*HllI£3UCVVQGSLD^^ 

81 DEEDvwaBsinyOTQBC^^ 

161 TDSPYVVASMRIICTRMCTPVL^^ 
241 IiGKKCFALRMASRIAKBEGWIiAEH^ 
321 GffljRAINPENGFrcVAPGTSVKTOP^^ 

401 HPNSRFCTPASQC^IinAAHBSPEGVPITC^ IMHDPF 
481 AMRPFFG1QIF<3CYLAHNI»SMAQHPAA^ 

561 EDALMLKGLGHIMMMKLPSI SKBFWBKKVKDtgKYLBDQVHADLPCEIBRKIlALKQRI SQM 



Table A13C3. Alteration effect 
No change. 



Table A13D1. Nucleotide sequence of variant 13374206 NOVla4n (underlined). C/G 
(SEQIDNO:8S) 

81 GRCCTCftCAriaatXXXLTTAGC^ 
161 GlTQTCCngg^^ 
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241 TCACATCCACATCT(nX3ACGGCT 

321 OGCtGMGMUmaGI^CMCJGC^ 

401 GTCACCCMVEMX3&^^ 

481 TTTTGAGAAAf50GTTCftATGCCRflGTTCCCW 

561 CGCTCGGCTCACCTCTGTCGAAGATCGGC^ 

641 CSGflJQGGCROGCCX3BTCCTGgMtfX!ABTGGG 

721 TT!TACAAAAGCCTTTCGTCftAC 

881 GCCAAGGAGGAAGGGTG<^l\^^ 
961 

1041 TGGGOQKTQACATTGCCTGCKZGMGTTTGAOGCAC 
1121 GTCGCTCCTGGGTICTTCAGTGAAGACCAACCC^ 
1201 CQMSACCNSCGtSCQQGG 
1281 ATABBQAGTGGAGCTCAGAQ^^ 
1361 ATCATTGATGCTGCCTCX3GA£nX^ 

1601 GCCCRCTGGCTTAGCATGGCCCAGOVCCC^ 

1761 CCAGCACCAAGCTCftOGOCCATnGGCISVCATC 
1841 ATGGAGCTTITCAGCATCTCOWV^ 
1921 TGCCGACCTCCCOTJTCAAAT^^ 



Table A13D2. Protein sequence of variant NOVla4p (underlined). (SEQ ID NO:86) 



1 MPPQM^I/a^AKVVQGSLDSLPQaVRBFLBS^ 
81 DKUJVARIBSKTVIVrOBQRDTVPIPKT 
161 TDSPWVASMRIMTRMGTFVIiBAyCSTCKPV^ 

241 LSKKCKMJWftSRIAKBBGHLftBHMI JLGCTHPBGBKKyijAAAPPSAOGICnn^ 

321 GBZiRAINPmGFFGVAFGTSVKni PNAIKTIQKOTIPT1IVAETSDGGVS HBQIDBPXASGTOXTSWXnKBWSSBDGBPCA 
401 HFNSRFCTP&SQCPIXDAAW^ IMHDPF 

561 BDM^^^rogmjsi^^TOBj^&mgimgvmDMgi^^^j^isw 



Table A13D3. Alteration effect 
Leu to Val 



Table A13E1. lShicleotide sequence of variant 13378862 NOVlaSn (underlined). G/A 
(SEQIDNO:87) 



i 

81 
161 
241 
321 
401 
481 
561 
641 
721 
801 
881 
961 
1041 
1121 
1201 
1281 
1361 
1441 
1521 
1601 
1681 
1761 
1841 
1921 
2001 



GAACACAAACTTGCTGGCX5GGAAGAG^ 
GTTGTCCftGGGAAGCCTGGAC^ 
TCCTCAAGAAGTATGACAACTGCra^ 



TTTTGAGAAAGCGTrcAATGCOVGGTTCC^ 
CGCTtSGGCTCACCrCTGTCGAftGATO^ 

CTGGGOGaTCGGGAGTTTGTCaAATGCCTCCATTC^ 

TCATCTCCTTTGGC»GTGGCT^ 



TOGGQGATGACATTGCCTCGOVreAAOTTTGaOGC^ 
GTPQGCTCCXGGC^ 

ATAAGGAGTGGA1X!TCAGAGGAT^ 
ATCATTGATGCTGCCTGGGMTTCrCXX^ 

GCCCACTCGCTTAGCATGGC^ 



CQVGCACCSVAGCTCACGCX^ 



ACATCAACATG 



ATCXSA6CTTTTCA6QITCTCCAAOG9VATTCTG 
TGCCGftCCTCCOCTOTQAftATCGBtfS^ 
(XTITACCTTEAAAAT 



Table A13B2. Protein sequence of variant (underlined) NOVlaSp. (SEQ ID NO:88) 

1 WPPQLQSCHJIIiSAKVVOGSI^SIiPQAVRKPT.KW^ 
81 DPJTOVMUBSXWIVTUBQKD^ 
161 TDSPYVVASMRIMTKMCTPVLEAIjGD^ 
241 LGKKCTM*I&gRl>AKKBGWI^^ 
321 GHLRAlNPEHGPPGVAPGTSVKItfPi 

481 MBPFFgggOTAHMflft^Mtt^ 
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561 BDMJgLKGEGHIHHMggSISg^^ 



Table A13E3. Alteration eflFect 
Met to lie 



Table A13F1. Nucleotide sequence of variant 13380271 NOVla6n (underlined). A/G 
(SEQIDNO:89) 



1 GAACACAAACTTGCTGGCGGGAAGAGCCXXSGAAAfiAAAOT 
Bl GMXTCACAITOGTGCCCC^ 
161 GTTGTCCAGGGAAGCCTGGACaGCCTGCCC^ 
241 TCACATCCACATCTGTGACGGCrCrc^^ 
321 QGCK&AG2&GrX&TXiM3^ 
401 GTCACCC^AGAGCAAAGAGACACAGTCCCCATC 
481 TTTTGJVGAAAGCGTTCAATGCXIAGGTT^ 
561 CGCTGGGCTCftCXJTCltnTX i AA^ 

721 TTTRCARAAGCCTTTGGTCftAC^ 

881 i 
961 

1041 TOGGGGATGACATTGCCnXX^TGAAlj 
1121 GTCGCTCCTGGGACTTCRGTGAAGACCAACCCCA^^ 

1281 AIAAGGAOTGGAGCTCACW3GA3^ 
1361 ftTQtfTOATGCTGCCTCGQAGTCra 
1441 CCCTCT7lGTCTATGAAGCTCTCAJCX^ 
1521 OWG3tfVCAT!RAAGGCRAnATCATg^ 

1681 GGAAGGCAAATTCCTCTGGCCAGGCrrTGGAGAGA^ 
1761 CCAGCACCAAGCTC3VCX5CCCATAGGCrACAT^ 
1841 ATGGAGCTTTTOtfX^TCTCCAAGG^ 
1921 TGCCGACCTCCCCTGTGAAATCOAGA^ 
2001 < 




Table A13F2. Protein sequence of variant NOVla6p (underlined). (SEQ ID NO:90) 



1 MPPQLCJNGLNI^SAKWQGSlJJSLPQAVRBFIiKN^^ 
81 DPKPVMOBS KrV I V TQgQEDrVPIP^ 
161 TDSPYVV?iSMRIMTf&K*TTWW 
241 IjCaCKCFALRMAfnU^AKBEGWIAEHMLVI^ 

321 GHLRAINPKMSFirtJ VAPGTSVKTNENMXTIQKN-r J. ^itfVAETSDGGVYWBGIDEPIASGVT ITSWKNKEWSSEDGBPCA 
401 HPNSRFCTPASQCPIIDAAWBSPEGVPIEGIIFG^^ 

481 AMRPFFGYNFGKYLAHWLSMAQHPAAKI^ . 

561 B^^^a^^mmjfsi^mmmwv^a^^^a^aBx^^nMj^^^^ 



Table A13F3. Alteration effect 
DetoVal 



Table A13G1. Nucleotide sequence of variant 13378861 NOVla7n (underlined). G/A 
(SEQIDNO:91) 



1 GAAOU2AAftCTIt5CTOTOB(ffi 

161 GTTGTCCAGGGAAGCCTGGAQVCX^ 
241 TC3VC3mX3^CATCTGTGACGGCXCTK 
321 GQCTQAftGAAggRTGROtf^^^ 
401 GTC3UXOlA6AGCAAAjGM3»OU^ 
481 TTTTGAGAAACKJGTTCAAXGOOl^^ 
561 CGCTGGGCTCACCTCTGrCGA»^^ 
641 OGGftTGGGCftO0Ca3GTCCl!G UA ftCX^ 
721 TTTACAAAAGCUTrilXrfCAACRA^ 
801 TCaXCTCCTTTGGCRGTGGGTAOGGC^ 
881 GCCAAGGAGGAAGGGTGGCTGGC^ 
961 GGCCGCMTKXX3W3CGCCrGCGGGAAGAC^ 
1041 TCGGGGATtVtf^TTGCCTGGATGAA^^ 
1121 GTCGCTCCXGGGACTTCAGTGAAGACCA^^ 
1201 CGAGftCC3WBOGAUSGGGGCXrrrT ^ ^ 

1521 CAQAAaVTTkftftGGOVAAATCATCATGCA^ 
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1601 GCCCACTGGCTTAGCATGGCCCftGCRCCC^ 
1681 GGAAGGCAAATTCCTCTGGCXSVGG^ 
1761 CCagCACC7^AGCTOU3GCCCRTftGGCTACR 
1841 ATGGAGCrmCA6CKKrrCC3UW5G^ 
1921 TGC(X3ACCTCCCCT(£PGAA^ 

2001 GCTTTTVCCTTTRAAATCATTCCCTTTCCC^ 

Table A13G2. Protein sequence of variant NOVlaTp (underlined). (SEQ ID NO:92) 

81 DPRDVARIESKTVXVTIXJEQHDTVPI 
161 TDSPYVVASMRlMTIWCTrPVLBAI/aX^yVKCliHSVGCT 
241 IXnOCCFALRMASWAKKEGWIAB^ 
321 GHLRAPffEWSPFGVAPGT^ 

401 HPNSRFCTPASQCPIIDAAWBSPEGVPIEGIIF^^ 

481 AMRPFFGYNFKCYLAHWI*SMA(^PAAK^ PK 
561 EDAIMLKGLGHIHMMEfrFSlSKBFWBKB^ 

Table A13G3. Alteration effect ~ — - — 



Glu to Lys 



Table A13H1. Nucleotide sequence of variant 13379542 NOVla8n (underlined). C/T 
(SEQIDNO:93) 



1 GAAC&CAAAC lTEGC TCGCGGGAAGa^ 

161 GTTGTCCftGGGAAGCCTT^C?^^ 
241 TCACATCCACATCTCTGAOC^^ 

481 TTTTGAGAAAGCGTTCAATGCCAGGTTCCX^^ 
561 CGCTIX?GGCTCaCCrCTGTOGAAGATCG^^ 

721 TTTACAAAAGCCTTTXSGTCAACAACTGGCC^ 
801 TCaTCTCCTTTCQCMEre^ 

881 GCCAAGGAGGAAGGGTGGCTGGOVGavGCACATGCTQA 

961 GGCCGCATTTCCCAGCGCCT^^ 
1041 TOGGGGATGACaTlX X ariGQATGftAGTTTGA 
1121 GTCGCTCCTGGGACTOCSWGrn^^ 
1201 OGAG3lCC7kGOG^CGGGGGOGTTTACTGGGAAGGTAT^ 
1281 ATAAGGAGTGGAGCTO^GACXmT^ 
1361 ATCATTGATGCItSCCTGGGAGTCTCCGGAA 
1441 CCCTCTAGTCTATGAAGClXr^^ 
1521 * CAGAACATAAAGGCAAAATCATCATGCATt^ 
1601 GCCCACTGGCTTAGCATGGCCC^^ 
1681 GGAAGOC3iAATTCCTCTGGCX3WGGCTTTCGAGAQ 
1761 CX3U3CACCAAGCTCAOGGGC7UCA6GCT^ 
1841 ATGQAGCTTTTCAGCATCrCCAftGG3\ATTCT 
1921 TGCCGACCTCCCCTGTGAAATCG^ 
2001 QCTTTACCTTTftAAATC^TTCCXrrTTC^ 



Table A13H2. Protein sequence of variant NOVla8p (underlined). (SEQ ID NO:94) 



1 MPPQIiQNGUniSAKVVQGSIjDSLPQAVRBFLBHNAKLCQP 
81 DPRDVMUBSKTVTVTQEQRDTVPrPKTGLSQL^^ 
161 TDSPYVVASHRXMZRMGTFVUBMfilXSBra 
241 IflKKCFAgM^ 

321 GHIiRAINPKWGFFOVAPGTSVKINPNMKT lUKift'l JrlU VABTTSIDGGVYWEGIDSPLA^VTITSWKNKBHSSKD6BPCA 
401 HPKSRFCTPASQCPIIDAAWBSPBGVPIEGIIF^^ 
481 AMRPPFGTmFGBXtAHWI£MA<TOAAKLPK^ 

561 mM^J^^^^g^^i^^i^TOj^M^gijrog^^MJ^nram^^^cggj 



Table A13H3. Alteration effect 
No change. 



Table A13I1. Nucleotide sequence of variant 13378352 NOVla9n (underlined). C/A 
(SEQIDNO:95) 



1 GAAGACAAACTTGCTGGGGGGAAGAGC^^ 
81 GACCTCACATTOOTGCCCXJTft^^ 
161 (iTfTGTCCAGOGAAGCCTGGft^ 

321 GGCTGAAGftAGTMt3aCRM^^ 
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401 OTraCCCRAGAGOUUiGftGACftC^ 

481 TCTTGAGAAACKXrrTCRA^ 

551 CGCf G GG CT CACCTCTGTOGAAGaiO^ 

721 TTTftQUUUU^^'ltSG^^ 

881 GCCAAGGAGGAJVKSGTGGC^^ 

961 GGCCGCRTTTCCCAGOGCCroCGGGAAGACC^^ 

1121 GTCGCra 

1201 QGgWSACC3WSOGaOGGGGG0QTTTACTGG6 
1281 ATAAGGAGTGGAGCTCaGAGGATGGGGAACCT^ 
1361 ATCnTTGA!IGCroCCTOGGB^GTCTO 
1441 <xXH , CI3U3TCnm3AAGCTCTCRGC^ 
1521 CAGAACATAAAGGCAAAATCATCATGCRT^ 
1601 GCCCRCrrGGCn7UX3iTGGCCCRGC^ 
1681 GGAAGGCAAATTCCTCTGGCCAGGCTTTGGJVC^^ 
1761 CCAGCACO^CTCAaKXX^TOGGCTT^ 
1841 ATGGAGCTTTTCAGCATCTCCAAGGAATrc 
1921 TGCCC^CCTCCCCTOTG^ 



Table A13I2. Protein sequence of variant NOVla9p (underlined). (SEQ ID NO:96) 



1 MPPQLQMranjSAKVVQC^SI^ 
81 ppRDVMEIBSKT V I V TQ BQR iyiVPIPK^ 
161 TOSPYVVASMRIMTRMGTPVI*KAlJ(aX3BPVK^^ 
241 LGIOCCFAIiRMASRIAKEEG^ 

321 CTIfiAlNPKNGPPGWAPGTSVKTHPNAIlCriQKI^^ 
401 OTHSRF*TPASQCPIIPMtflBSPBgVriOT 

481 7VMRP F F3YNPGKYI AHWIiSMAQHP AAKLPKI FHVNWFRXDKEGKFLWPG PGTSN SRVLETWMFNR IDGK7\STKIjTP IGYI PK 
561 EDALNIJqSIjGHICTMKLFSISKBFyre^ 



Table A13I3. Alteration effect 
CystoSTOP 



Table A13J1. Nucleotide sequence of variant 13375322 NOVlalOn (underlined). A/G 
(SEQIDNO:97) 



81 GACCTCACATTCGTOCCCCTTAGCAGCAC^ 
161 GTTGTCXIAGGGAAGCCTGGACRGCCTGCCCQ^^ 
241 TCRCATCC3U3VTCrGTGAa3GCI^^ 
321 GGCTCAAQAAGTaTGgWCAAraS^^ 
401 GTC»CXX»AGAGCAAAGAGACA^ 
481 TTTTOAJGAAAGCGTTCAATGCCA^ 
561 OGCTGGGCTCRtXn^GTC GA ftGgaXJGGCKrC^^ 
641 OQGATGGGCACGCCOGTCCTGGJ^GCACTGGGCQATGGQGAGT^ 
721 TTTRCRAAAGCVri"ltX? A1^A ACMUrit ^ ^ 
801 TCRTCTCCTTTBGCaGTGGGTIWCGGOGGGA>tf!TOGCTO 
881 GCCRAGGJWGGAAGGGTGGCTGGCAGAGCACAJTGCTGATTC^ 
961 GGCCGCArrTCXX3U3CGCCrGOGGG3U«3^^ 
1041 TOGGGGATGACAlTLXXTftXSW^^ 

1201 GGftGAcoMSOGauju^^xrrr 

1281 ATAAGGAGTCGBGCTtM^^ 

1361 ATCATTGATGCroCCTGGGAb"rCTCCGGAAG^ 

^521 CAGA&CftTAAAGGC7U\AATCft^^ 

1601 GCCX^CTCGCTTAtXIATGGCCC^ 

1681 GGAAGGCAAATTCCTCTGGCCaGGCTTTGGAGAG^ 

1761 caWGC3&C£AAGCTC3tfXXXXMAOT 

1841 ATGGAGCTTTTCAGCATCTCCAAG^^ 

1921 aXK!CGACCTCCOTXSTGAAATC^^ 

2001 GCTTTACCTTTAAAATCRTTCCL"1V1XJCCAT^ 



T able A13J2. Protein sequence of variant NOVlalOp (underlined). (SEQ ID NO:98) 

1 MppQX<Q»6UIIiS»KVVQ6SZJDSIiFQftV^^ 

81 PPRDVRRIBSKTVI V T m gjKDTVPI PKTGLSQIiGRHMSEKDPgKAFMftRFPGCMKGRlMYVI PFSMGPDGSPLSKIGIKL 
161 TOSPYVVft , ^' I ^ grpMr:i T™^T/3^^ 
241 IiGKXC^ALIWASRIAKKBSWIABH^ 

321 GHLRAIHPKKGFFaVAPGTSVKTNPHAIKTIQKtfrl k V X WKGIDBPIiASgVTITSWimm gtSSH DGBPCA 

401 HPNSRFCTPASQCPIIDAAJnffiP'EGVPIEGI 
481 MfRPPFGYNEGKSfLRHIILSMAQHPAWCLPKIFHTO 

561 BDAIinJCGIiGHINMMKI^IKKKPWKKKVro 
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Table A13 J3. Alteration effect 
Lys to Arg 



Table A13K1 . Nucleotide sequence of variant 13375321 NOVlal In (underlined). A/G 
(SEQIDNO:99) 



1 GAACACAAACTTGCTCGCGGGAA^^ 
81 GACCTCACATTOGTGCCCCT'EAGCAGCACT^ 
161 GTTGTOCaGGGftaQCerGQACAGCX^ 
241 TCACKTOCACAIIClGlGftO^^ 
321 

401 GTCACCCAAGAGCAAAGAGAC 
481 TTTTOAGAAAGCGTTCAA3XXX3U3(^ 

641 CGGATGGGCftOCXXXXyKXrrc 
721 TTTACAAAAGCCTTTGGTCAA^^ 

881 GCQyVGGAGGAAGGGTGGCTG^^ 

1041 TCGGGGATGACATTGCXTTC^^ 
1121 GTCGCTCCTGGQACTTCAGTGAAGACC^ 
1201 OSVGaCCftGCGftOGGGGGCXSTrTR^^ 
1281 AT 

1361' ATC^TTGATGCTGCXTTGCXSAGTCTCCG 
1441 

1521 C3USARCATAAA0GCAAaATCATCATCCftT 
1601 GCCCACTGGCmkGCATCGCCCMCACC^ 

1761 CCAGCACCAAGCTCaCGCCCATTWGGCTT 
1841 ATOGAGCTTTTCAGCATCTCCA^ 
1921 TGCOOftarK X XXnxngftAATOB^^ 
2001 GCTTTACCTTTAAAATCATTCtX'iY^ 



Table A13K2. Protein sequence of variant NOVlal lp (underlined). (SEQ ID NO:100) 



1 ra?pQLQb^UlIiS&KVVQGSLDSIaPQAVI^ 
81 DPKDVARIBS KyyiV T Q BQrarro 
161 TDSPYVVASMRIlffrPJCnTVLBAlJC^^ 
241 lJGKKCFR!JU4ftSRIiAKBK3HIABHMUM 
321 GHLRAINFENGFFGVAPGTSVKTNPNAIKrc 

401 HPNSRFCTPASQCPI IDAAWBSPEGVPIEGI IFGGRRPAGVPI#VYKAI»SWQH<3VPVGAAMRSBATAAAEHKGKI IMHDPP 
481 AMRPFFGYHFGXYliAH>TLSMAQHPAAKLPO PK 
561 BDMMIJQBflGHIHMHBLire 



Table A13K3. Alteration eflFect 
GlutoGly _ 



Table A13U. Nucleotide sequence of variant 13375320 NOVlal2n (underlined). T/C 
(SEQIDNO:101) 



1 GAACACAAACTTGCTCGCGG^ 
81 GACCTCAC&TTOGTGCCCCT^ 
161 (JTTGTCCTVGGGAAGCXrrGGACAGCCTGCC^^ 
241 TCACATCXACATCTGTGACGGCTCTGAGGW 

401 GTCACCCAAGAGCAAAGAGACAatfy^^ 
481 TTTTGAGAAAgCCTTCAATOQCAQGCT 

721 TTTACA^MUSOCTTTGoSc^ 

881 GCQtf>GGftGGftM3QCTGSCIGGC^ 

1041 TCGGGQATGfteftTTGCCTOra 

1121 GIOGCTCCTCGGftCTTCagrGaaC^^ 

1201 03AGACCAGCC31CGGGGGCGTTTACTGGGAAGG^ 

1281 KtAAGGBBIGGftGCTCftGftGGAT^ 

1441 CCCTCnU3TCTATGAAGCTCTCAGCTG 
1521 C3U33ACAIAAAG«3UU^TCA^ 
1601 QCCCACTG GC TT A GCAT<XXXX3tf3CA^ 
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1681 GGaAGGCRAftTTCCrCTGGCC^^ 

1761 CCAGCACCTW^^ 

1841 ATQ(3U3CTTITCAGOVTCTCCAAG 

2001 GCTTTRiiji-iTEAAAATCATTCOCOT 



Table A13L2. Protein sequence of variant NOVlal2p (underlined). (SEQ ID NO:102) 

1 MPPQLQpOjNLSAKWQGSIASIiPQAVRBra 
81 DPHDVARIBSKTVIVTQBQRDTVPIPKTG^ 
161 TDSPYVVASMRXMTR>K?rPVLEA^ 
241 LGKKCFALRMASRIjAKBEGWIJVEHMIiII^ 
321 QHLlUUOTENGPFGVAPGTSVKniPHAIKTIQKOT 
401 KPNSRFCITOSQCPXXBAAHRSPBGVPI 
481 AMRPFPGYNPGKYLAHWIiSMAQHPAAKIjPKIPHVH^^ 

S61 HDALNLKGLGHlNMMKIiFS I SKEFWKKKVEPIgKYIiBDQfVM7U3LPCSI KRBILMJ^RI S&l 



Table A13L3. Alteration effect 
Leu to Pro 



Table A13M1. Nucleotide sequence of variant 13375319 NOVlal3n (underlined). T/C 
(SEQIDNO:103) 



i 

81 
161 
241 
321 
401 
481 
561 
641 
721 
801 
881 
961 
1041 
1121 
1201 
1281 
1361 
1441 
1521 
1601 
1681 
1761 
1841 
1921 
2001 



GAACACAAACTTGCTGGCGGGA^ 
GWXTTCACATTCCntHXXXTTftOT 

,TC7^CATCCACATCTGTGAOGGCriX7rea^ 

CnCRCCGUMgkGC3^AGAGACRC3^GTC 

TTTTGAGAAAGCGTTCAATGC^^ 

CGCTGGGCTCACCTCTGTCX3AAGA^ 

<X3GMX3«K3ia3CCCGTCCT 

TTTACAAAAi^ 

TCRTCrCCTTTGQCaGroQG^ 

TCSGGGAiTGACATTGan^ 
GTCGCTCCroGGACrrCAGTGWyGACCAACC^ 

ATAAQGA£?KX3&GCTCAGAGGft!TG^ 



CCCTCTAQTCTAT 



ATGAGATCAGAGGCCACAGCGQCTQ 



CAGAAC&0AAJU3GCAAAATO 
GCXXaCTGGCTTAGCATGGCCX^^ 
GGAAGGCAAATTCCTCTGG^^ 
COGCACCAAGCTCACGCCCAT^^ 
ATGCRGCCTITCAGCA!KTrcCA 
TGCC3GACCTCCXXrrGXGAJUVrOG^ 

TOTTCC 



Table A13M2. Protein sequence of variant (underlined) NOVlal3p. (SEQ ID NO: 104) 

l~^^^ 

161 TDSFYVVABMRIMTRMOTPVIiBMdGD^ 
241 LGKKCPTOiRM ASRIA KKBG WIA^ ^ 
321 GHLRAINPEircFFGVAPCTSVKTNPNA^ 

401 HPiJSRFCTPASQCPI IDAAWBSPEGVPIEGI IFGGRRPAGVPLVYKAl^>fQHGVPVGAAMRSBATAAAKHKGXI IMHDPP 

481 AMRPCTCHBFGlGriflUlWLSH ^ 

561 BDAL>nJ0{a/aiHr9TOFSISKBFWgKBVBPIBK3^ 



Table A13M3. Alteration effect 



Leu to Pro 



Table A13N1. Nucleotide sequence of variant 13375318 NOVlal4n (underlined). T/C 
(SBQIDNO:105) 



1 CAAGW^AACTTGCTGGCGGGAAGAGC^ 

161 QBTGTCCltfSQgaaGCCTOT 
241 TC3kCATCC3U3VTCTGTGACGGCTCIGW 
321 «3CTGAAGAAGTATGAC7ACrG^ 
401 GTCftCCCaAGAGCaAA€3tfS&^^ 
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481 TTTTGAGAAAGCGTTCAftTGCCAGG^ 
561 CGC3IGGGCTCACCiVri>riXA^ 
641 CGQAIXXGCRCGCCCGSXXTSGS^ 
721 TrTRCftAAftGOCYriGGTCaR^ 
801 TOirCTCCTritjGCa tfi t ^ 
881 GCCMGORECIAGGErSGGCIGG 

1041 TCGGGGATGACftTTGCCTGG^ 
1121 CTKZGCTCCTGCXSACTTCftGTGAA^ 
1201 CSRGACCRGCGACQGOGGCGTTrtACTGG 
1581 ftTAftGQftGTGGRGCTOtfSAGQaOT 
1361 ATCRJTGaflreCTGCCTGGG3^GTCTOO^ 

1601 GCCCACTOGC^T^GCATSXXX3U3^^ 
1681 GGTVAGGCAARTTCCTLTGGCOVGGCTTn^^ 
1761 OOVGCACCAAGCTCAaXXXAXAG^^ 
1841 ATGGAGCTTTTCAGCACCTCCAAGG^ 
1321 TGCCGftCCTCCCCTGTC&AATGG2^^ 
2001 GCTTTRCCTTT»AAJffl^ ^ 



Table A13N2. Protein sequence of variant NOVlal4p (underlined). (SEQ ID NO:106) 



1 MPPQLONGUJLSAKVVQGSI^ 
81- DPRBVARIESKTVXVTQBQMXIVPIPOTIJ^ 
161 TOSPYVVASMRJ>frR>HJrPVLfiA^ 
241 USKXCFAIAMASRLAKBBGHLABSML^^ 
321' GmJ&IHPENGFPGVAPGTSVKIOT 
401 •HPMSRPCTBaS0CPIlDMWB8gBSVPIBSI 
481 ftMRP FF q mP G K nMWLBMH^BMU^ 

561 BDAMglJgaiSimMMRLPSTSKSFWKK^ 



Table A13N3. Alteration effect 
DetoThr 



Table A1301. Nucleotide sequence of variant 13377375 NOVlal5n (underlined). A/G 
(SEQIDNO:107) 



1 GAACACAAACTTGCTGGCXJC^^ 

81 GaccTCACATitxritxxxxn'ra 

161 CTFTGTCCAGGGAAGCCTGGAC^ 

241 TCWZATCCACATCTGTGAC^ 

321 GGCTGAAfiAAGrTAItSACAACTGCTGGT^ 

401 GTCACCCAAGAGCAAAGJU^ACAO^GTGCX^ 

481 TTTTC»G3UWtfKX3TraU^^ 

561 CCXTIGGGCTCRCXTCTOTCQA^ 

641 CXX^TGGGCTtPSCCtlWLVlt^^^ 

721 TTTACAAAAGCCTTTGGTCAACAACTGG^ 

1041 TCGGQGATCaCATTGCCTGGATGftAC^ITT^ 

1121 GTOGCTCCZGGGACTTCACTGAAC3UX 

1201 CGRGACCM3CX3ACSGtJAaGCL^ 

1281 ATAAGGAGTCGRGCTCftGRGGftTGGGGAA C Cr r iXr 

1361 ATeaJTQAroCTGOCIGGQftQTCT^ 

1521 C3yG7iACAT7lAAGGC3JkAATCATCATGCA 
1601 GCOC»CTXCTTOQClggGro 
1681 GGAAGGCAAATTCCTCroGCC7WGGCri^ 
1761 CCAGC& CCAAGCrc ftCGCCCRII^^ 
1841 ATGGAGCTTT1X»GCATC^^ 
1921 TGCCGACCTCCXXTTGTGAAATCGStf^^ 
2001 



Table A13Q2. Protein sequence of variant NOVlalSp (underlined). (SEQ ID NO:108) 



1 MPPQlXggGI ^IjSMCV VO GSIJISl JQnv^ 
81 DPRDVARXBSKTV lVT UBQK BTVPlPlOXnjSffiUSRH^ 
161 TDSPYVVAOTOMrRIIGOTVIiBALQDGEPVKC^ 
241 USgKCF&IiljM A^ ^ 

321 GHT JftRXtn>BHGFPGVAPG'X^VKiailRgAlK , f XQKH'ri yiyVAHTSIX^VYWEGIDgPIASG Vi'ITb'WlOnCKWSSBDGgpCA 

401 HPBSRlftOTA SQCy ilDAaWBS 

481 AMRPFFGYNFCSOTjAHWISMAQHPAAK^^ 

561 ^Mgjgm CT go^gg^^OT rogg^g m^roq^^rag^^^^gai^^i^gi 



Table A1303. Alteration effect 
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GhitoGly 



Table A13P1. Nucleotide sequence of variant 13377374 NOVlal6n (underlined). T/C 
(SEQIDNO:109) 



1 

81 
161 
241 
321 
401 
481 
561 
641 
721 
801 
881 
961 
1041 
1121 
1201 
1281 
1361 
1441 
1521 
1601 
1681 
1761 
1841 
1921 
2001 



GAACACAAACTTGCntSGCGGGAAGAC^^ 
G&CCTCACATTCCTTXXXXriTAGCftG^ 
GTTGTOCAGGGTiAGCCTGGACaGCCTGCCCCAGGC^ 



TTTTGAGAAAGCGTTCAATCXXIAC^ 

06CTGGGCTOlCCTCTGTCGAAGATCX3GCa 

CGGATGGGCACGCCCGTCCTGGAftGC^ 

TTT71CAAAAGCCTITGGTCAACAACTO 

TOVTCTCCTTIt^ZAGTGGGTACGGTO 

TCGGGQATGACT^TTGCCTCGATGAAGIT^ 

CGAGACGUKIIACGGGGGCGTTTACTGGGAAGOT^ 

ATCATTGATGCTGKXTFGGC^ 
CCCTCTAQTCTATGAAGCTCTCAGCTGGCAACA 

(XXXZACTGGCTXAGCATGGCCCA^ 
GQAAGGCAAATTCCTCTGGCCAGGCTTTGGAGAGAAC^^ 
CCAGCACCAAGCTCACGCCCATAGGCra 
ATGGAGCTTTTCAGCATCrrCCAAGGAAT^ 
TGCCeACXCCCCCTGTGAAATOGAG^^ 
GCTTTACCTTTAAAATCAT 



Table A13P2. Protein sequence of variant NOVlal6p (underlined). (SEQ ID NOtllO) 

1 MP PQLC^TOIiJIiSAKVVQGS LDSLPQAVRE FLKNNAKLCQPDH IHI CDGS I^ENGRlJjGQ>UiBEG ILRRIiKKY I^CWIJVLT 
81 DPHDVWOBSKTVIVTQEQRDTTO^ 
161 TDSPYVVASWRIKITO^PVLfiAI^DGEF^ 
241 DBKKCPMJMASR1AKKBGWIAKHMIJLGITCT 

321 GHIiRAINPEirePPGVAPGTSVKTNPNAIKTl QKNTI PTNVAETSDGGVYWBG IDEPLASGVTITSWKNKEWSSEDGEPCA 
401 HPNSRPCTPASQCPiroZAWESPBC^IEGI^ 
481 AMRPFPCTJFGKYLAHHI^MAQHPAAKLPiaFH^ 

561 KDALmiKGLGHINMMKLFSISKKFV^^ 



Table A13P3. Alteration effect 



Leu to Pro 



Example A5. Expression Profile of the Human Cytosolic Phospboenol pyruvate 
Carboxy kinase (PEPCK) Gene 

The protocol for quantitative expression analysis is disclosed in Example Q9. 

Expression of gene CGI 01 190-01 was assessed using the primer-probe set Agl769, 
described in Table A14. Results of the RTQ-PCRruns are shown in Tables A15, A16, and 
A17. 

Table A14 . Probe Name Ael769 



Primers 


Sequences 


Length 


Start 
Position 


SEQ ID 
No 


Forward 


5 1 -gcagaacataaaggcaaaatca-3 1 


22 


1520 


175 


Probe 


TBT-5 1 -tcatgcatgacccctttgccatg-3 » - 
TAMRA 


23 


1542 


176 
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|RfiVCTSe|5'~caggtatttgccgaagttgtag-3' j 22 | 1579 j 177 

Table MS. Panel 13D 



Tissue Name 


ReLExp.(%) 
Agl769,Run 
156228299 


Tissue Name 


Rel.Exp.(%) 
Agl769,Rnn 
156228299 


Liver adenocarcinoma p 


0.0 


Kidney (fetal) 


32.3 


Pancreas 


0.0 


Renal ca. 786-0 


0.0 


Pancreatic ca CAPAN 2 


0.0 


Renal ca. A498 


0.0 


Adrenal gland 


0.7 


Renal ca. RXF 393 


0.0 


Thyroid 


0.1 


Renal ca. ACHN 


0.0 


Salivary gland 


0.0 


Renal ca.UO-31 


0.0 


Pituitary gland 


5.0 


Renal ca. TK-10 


0.0 


Brain (fetal) 


0.0 


Liver 


100.0 


Rrain fwhiVle^ 

X-fX fU LI I TV Uuxu / 


0.1 


T.iver ( fetull 


346 


Brain (amygdala) 


0.0 


liver ca (hepatoblast) 
HepG2 


0.6 


Brain (cerebellum) 


0.0 


Lung 


0.3 


Brain (hippocampus) 


0.0 


Lung (fetal) 


0.1 


Brain (substantia nigra) 


0.0 


Lung ca. (small cell) LX-1 


03 


Brain (thalamus) 


0.1 


Lung ca, (small cell) NCI- 
H69 


0.0 


Cerebral Cortex 


0.0 


Lung ca. (s.cell var.) SHP-77 


0.0 


Spinal cord 


0.0 


Lung ca. (large cell)NCI- 
H460 


0.0 


glio/astroU87-MG 


0.0 


Lung ca. (non-sm. cell) 


0.1 


gHo/astroIM18~MG 


0.0 


Lung ca. (non-s.cell) NCI- 
H23 


0.0 


astrocytoma SW1783 


0.0 


jLAing ca, inon-s.ceiij JtiUi*- 
62 


0.0 


neuro*; met SK-N-AS 


0.0 


Lung ca. (non-s.cl) NCI- 
H522 


0.0 


astrocytoma SF-S39 


0.0 


Lung ca. (squam.) SW 900 


0.0 


astrocytoma SNB-75 


0.0 


Lung ca (squam.) NCI- 
H596 


0.0 


glioma SNB-19 


0.0 


Mammary gland 


4.4 


glioma U251 


0.0 


Breast ca* (pl.ef) MCF-7 


0.1 


glioma SF-295 


0.0 


Breast ca* (pl.ef) MDA- 
MB-231 


0.0 


Heart (fetal) 


0.0 


Breast ca* (pLef) T47D 


0.0 


Heart 


03 


Breast ca BT-549 


0.0 


Skeletal muscle (fetal) 


02 


Breast ca MD A-N 


0.0 
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Skeletal muscle 


0.0 


Ovary 


.0.3 


Bone marrow 


0.1 


Ovarian ca. OVCAR-3 


0.5 


Thymus 


0.2 


Ovarian ca. OVCAR-4 


0.0 


Spleen 


0.0 


Ovarian ca. OVCAR-5 


0.1 


Lymph node 


0.2 


Ovarian ca. OVCAR-8 


0.0 


Colorectal 


11.7 


Ovarian ca. IGROV-1 


0.0 


Stomach 


0.1 


Ovarian ca.* (ascites) SK- 
OV-3 


0.0 


Small intestine 


2.0 


Uterus 


0.0 


Colon ca.SW480 


0.0 


Placenta 


0.0 


Colon ca* SW620(SW480 
met) 


0.1 


Prostate 


0.0 


Colon ca. HT29 




Prostate ca.* (bone met)PC- 
3 


n n 

U.v 


Colon ca.HCT-1 16 


0.0 


Testis 


0.0 


Colon ca CaCo-2 


02 


Melanoma Hs688(A).T 


0.0 


Colon ca. tissne(OD03866) 


1.0 


Melanoma* (met) 
Hs688(B).T 


0.0 


Colon ca.HCC-2998 


0.0 


Melanoma UACC-62 


0.0 


Gastric ca.* (liver met) NCI- 
N87 


0.0 


Melanoma M14 


0.0 


Bladder 


0.0 


Melanoma LOX IMVI 


0.0 


Trachea 


0.8 


Melanoma* (met) SK-MEL- 
5 


0.0 


Kidney 


29.5 


Adipose 


3.8 



Table A16 . Panel 5 Islet 



Tissue Name 


ReLExp4%) 
Agl769,Run 
174269005 


Tissue Name 


ReL 
Exp.(%) 
Agl769, 

Run 
174269005 


97457_Panent-02go_adipose 


3.1 


94709_Donor2AM- 
A adipose 


0.9 


97476_Patient-07dc_skeletal 
muscle 


0.1 


94710_Donor2AM- 
B_adipose 


0.7 


97477_Patiait-07ut_uterus 


0.0 


9471 lJDonor 2 AM- 
C adipose 


0.7 


97478JPatient-07pl_placenta 


0.0 


94712_Donor2AD- 
Aadipose 


3.1 


991 67_Bayer Patient 1 


1.4 


94713_Donor2AD- 
B_adipose 


5.8 


97482_Patient-08iit_uterus 


0.0 


94714_Donor 2 AD - 
C adipose 


4.3 
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97483 Patient-08rjl olacenta 


0.0 


94742_Donor3U- 
A_Mesenchymal Stem Cells 


0.0 


97486JPatieiit-09sk_skeletal 
muscle 


0.0 


94743 _Donor3U- 
BMesenchymal Stem Cells 


0.0 


97487 Patient-09ut uterus 


0.0 


94730_Donor3AM- 
A_adSpose 


0.3 


07488 P&tient-09n1 nlacenta 


0.0 


94731__Donor3AM- \ 
B_adipose 


0.0 


97499 Patif*nt-1 Ont litems 


0 1 


94732JDonor3AM- 
C_adipose 


00 


07A9^ Patipnt-IOnl r\1 ncmta 
y / H7J JT dli.CJi.L- 1 V/pi piaudlut 


00 


94733_Donor3AD- 
A_adipose 


1 4 


07 AQ^ Patient 1 1 on oHiru"\cf> 

y / *f y au em- 1 1 go_jauipose 




94734JDonor3AD- 
B_adipose 


04 


97496_Patient-l lsk_skeletal 
muscle 


0.0 


94735JDonor3AD- 
C_adipose 


0.5 


97497_Patient-l lut__uterus 


p.o 


77138 liver HepG2untreate 
d 


18.7 


97498JPatient-l lpl__placenta 


0.0 


73556 JHeart_Cardiac stromal 
cells (primary) 


0.0 


97500_Patient-12gq_adipose 


6.4 


81735JSmall Litestine 


16.6 


97501J > atient-12sk_skeletal 
muscle 


A o 
U.Z 


72409_KidneyJProximal 
Convoluted Tubule 


fi 1 


y /3irz_Jr auent- izut__uterus 


n n 
U.U 


82685_Small 
intestine Duodenum 


1 ft A A 




0 0 
v/.v 


90650_Adrenal_Adrenocortic 
al adenoma 


0 0 


94721_Donor2U- 
AJMesenchymal Stem Cells 


0.0 


72410_Kidney_HRCE 


0.2 


94722_Donor2U- 
B_Mesenchymal Stem Cells 


0.0 


72411JKidney_HRE 


0.0 


94723_Donor2U- 

C Mesenchymal Stem Cells 


0.0 


73139 JJtCTUs_Uterine 
smooth muscle cells 


0.0 



Table Al7 . General screening panel vl.7 



Cohimn A-ReL Exp.(%) Agl769, Run 317617203 


Tissue Name 


A 


Tissue Name 


A 


Adipose 


13.4 


Gastric ca. (liver met) NCI-N87 


0.0 


HUVEC 


0.0 


Stomach 


0.0 


Melanoma* Hs688(A).T 


0.0 


Colon ca. SW-948 


2.0 


Melanoma* Hs688(B).T 


0.0 


Colon ca. SW480 


0.0 


Melanoma (met) SK-MEL-5 


0.0 


Colon ca. (SW480 met) S W620 


1.3 


Testis 


02 


Colon ca. HT29 


0.0 


Prostate ca. (bone met) PC-3 


0.0 


Colon ca.HCT-1 16 


0.0 
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Prostate ca.DU145 


0.0 


Colon cancer tissue 


0.1 


Prostate pool j 


0.0 


Colon ca.SWl 116 


0.0 


Uterus pool 


0.0 


Colon ca. Colo-205 


11.5 


Ovarian ca. OVCAR-3 


0.1 


Colon ca.SW-48 


0.1 


Ovarian ca. (ascites) SK-OV-3 


0.0 


Colon 


19.6 


Ovarian ca. OVCAR-4 


0.4 


Small Intestine 


0.6 


Ovarian ca. OVCAR-5 


0.0 


Fetal Heart 


0.1 


Ovarian ca. IGROV-1 


0.0 


Heart 


0.1 


Ovarian ca. OVCAR-8 


0.0 


Lymph Node Pool 


0.0 


Ovary 


0.1 


Lymph Node pool 2 


10.2 


Breast ca. MCF-7 ; 


0.0 


Fetal Skeletal Muscle 


0.5 


Breast ca. MDA-MB-231 


0.0 


Skeletal Muscle pool 


0.0 


Breast ca. BT 549 


0.0 


Skeletal Muscle 


0.1 


Breast ca. T47D 


0.0 


Spleen 


03 


1 13452 mammary gland 


0.0 


Thymus 


03 


Trachea ' 


2.1 


CNS cancer (glio/astro) SF-268 


0.0 


Lune 


03 


CNS cancer (glio/astro) T98G 


0.0 


?etal Lune 


1.1 


CNS cancer (neurojtnet) SK-N-AS 


0.0 


■une ca. NCI-N417 


0.0 


CNS cancer (astro) SF-539 


0.0 


Lung ca. LX-1 


0.1 


CNS cancer (astro) SNB-75 


0.0 


Lung ca. NCI-H146 


03 


CNS cancer (glio) SNB-19 


0.0 


Lung ca. SHP-77 


0.0 


CNS cancer (glio) SF-295 


0.0 


Lune ca. NCI-H23 


0.0 


Brain (Amygdala) 


0.0 


Lune ca. NCI-H460 


0.0 


Brain (Cerebellum) 


03 


Lune ca. HOP-62 


0.0 


Brain (Fetal) 


0.0 


Lung ca. NCI-H522 


0.0 


Brain (Hippocampus) 


0.0 


Lung ca. DMS-1 14 


0.0 


Cerebral Cortex pool 


0.0 


Liver 


65.1 


Brain (Substantia nigra) 


0.0 


Fetal Liver 


100.0 


Brain (Thalamus) 


0.0 


Kidney pool 


55.5 


Brain (Whole) 


03 


Fetal Kidney 


2.7 


Spinal Cord 


0.0 


Renal ca. 786-0 


0.0 


Adrenal Gland 


0.8 


Renal ca. A498 


0.0 


Pituitary Gland 


93 


Renal ca. ACHN 


0.0 


Salivary Gland 


03 


Renal ca.UO-31 


0.0 


Thyroid 


0.4 


Renal ca.TK-10 


03 


Pancreatic ca. PANC-1 


0.0 


Bladder 


0.1 


Pancreas pool 


0.1 



Panel 13D Summary: Expression of the human cytosolic PEPCK gene was highest in river 
(CT = 24.6). Cytosolic PEPCK was expressed at moderate to high levels in adipose, 
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mammary gland, kidney, colon, small intestine, heart, and adrenal gland. This expression 
pattern is consistent with the GeneCalling® results and with reports from the literature. 

Panel 5 Islet Summary: Among the samples on this panel, expression of the human 
cytosolic PEPCK gene was highest in small intestine (CT - 28.3). Lower levels of 
5 expression were also detected in liver, adipose and pancreatic islets of Langerhans. 

GeneraI__screeningLpanel_vl^7 Summary: Agl769 Highest expression of this gene was 
detected in liver (CT=23.4), kidney (01=04.6), adipose (CT=2631), colon (CT=25.7), 
lymph node (CT=26.7), and pituitary gland (CT=26.83). This gene encodes 
phosphoenolpyravate carboxykinase (PEPCK). The cytosolic isofonn of PEPCK regulates 

10 glyceroneogenesis in adipose tissue. The glycerol-3-phosphate product of glyceroneogenesis 
is used in triglyceride synthesis. Cytosolic PEPCK is upregulated in adipose tissue of obese 
AKR versus normal C57B1 adipose and may contribute to the obese phenotype. This 
hypothesis is supported by the feet that transgenic overexpression of cytosolic PEPCK in 
adipose is associated with increased glyceroneogenesis, increased adipocyte (fat cell) size 

15 and fat mass, and higher body weight (Sun Y, Liu S, Ferguson S, Wang L, Klepcyk P, Yun 
JS, Friedman JE. Phosphoenolpyravate carboxykinase over-expression selectively attenuates 
insulin signaling and hepatic insulin sensitivity in transgenic mice. J Biol Chem. 2002). 
Therapeutic modulation of this gene, expressed protein and/or use of antibodies or small 
molecule drags targeting the gene or gene product are useful in the treatment of 

20 endocrine/metabolically related diseases, such as obesity and diabetes. 

Example A6, Pathways Relevant to the Etiology and Pathogenesis of Obesity and/or 
Diabetes 

25 

PathCalling screening identified significant protein-protein interactions for 
cytosolic Phosphoenolpyravate Gaboxykinase (PEPCK) with stathmb-like 4 and heme- 
regulated initiation factor 2-alpha kinase (HRJ). Protocol for PathCalling is disclosed in 
Example Q10. 

30 

Stathnrin is a ubiquitous phosphorylated protein thought to act as an intracellular 
relay for diverse regulatory pathways (Sobel A. Stathmin: a relay phosphoprotein for 
multiple signal transduction? Trends Biochem Sci 1991 Augl6(8):301-5. PMID: 1957351). 
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HRI is also widely expressed with significant transcript levels in adipose, muscle and liver 

and is activated by oxidative stress (Hwang SY, Kim MK, Kim JC. Cloning ofhHRI, human 

heme-regulated eukaryotic initiation factor 2alpha kinase: down-regulated in epithelial 

ovarian cancers. Mol Cells 2000 Oct 31;10(5):584-91 PMID: 11101152). Oxidative stress 

5 has been associated with diabetes. It is possible that under conditions of oxidative stress, 

HRI will phosphorylate and activate cytosolic Phosphoenolpyruvate Caiboxykinase. 

The outcome of inhibiting the action of the human cytosolic Phosphoenolpyruvate 
Gnboxykinase (PEPCK) gene would be a potential reduction of glyceroneogenesis, 
10 triglyceride deposition in adipose tissue, adipocyte (fet cell) size and fat mass, and a 
reduction in body weight Inhibition of cytosolic PEPCK would also reduce hepatic 
ghiconeogenesis and ameliorate the fasting hyperglycemia of Type 2 diabetes. 



15 



20 



Example A7. Assays Screening for Modulators of Phosphoenolpyruvate carboxylase 

A non-exhaustive list of cell lines that express the Phosphoenolpyruvate 
caiboxykinase (PEPCK) gene can be obtained from the RTQ-PCR results shown herein. 
These and other Phosphoenolpyruvate caiboxykinase (PEPCK) expressing cell lines could 
be used for screening purposes. 



Screening for an inhibitor/antagonist of PEPCK could be accomplished with an in 
vitro glucose production assay. H4HE cells transfected with recombinant cytosolic PEPCK 
would be tested for glucose production as described in Materials and Methods in Wang JC, 
Staffoid JM, Scott DK, Sutherland C, Granner DK. The molecular physiology of hepatic 
25 nuclear factor 3 in the regulation of ghiconeogenesis. J Biol Chem 275:14717-21, 2000, 
PMID: 10799560. 

Our results indicate that a modulator of cytosolic Phosphoenolpyruvate 
Caiboxykinase (PEPCK) activity, such as an inhibitor, activator, antagonist, or agonist of 
30 PEPCK may be useful for treatment of such disorders as obesity, diabetes, and insulin 
resistance, as well as for enhancement of insulin secretion. 
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B. NOV2 - Transketolase 

Transketolase is a thiamine-dependent enzyme that links the pentose phosphate 
pathway with the glycolytic pathway. The pentose phosphate pathway, which is active in 
most tissues, provides sugar phosphates for intermediary biosynthesis, especially nucleotide 

5 metabolism. The pentose pathway also generates the biosynthetic reducing power for the cell 
in the form ofNADPH. Transketolase is directly involved in the branch of the pathway that 
channels excess sugar phosphates to glycolysis, enabling the production ofNADPH to be 
maintained under different metabolic conditions. The pentose phosphate pathway is 
especially active in sites where production of fatty acids and steroid synthesis occurs because 

10 they require the reducing power ofNADPH (Lewandowski PA, Cameron-Smith D, Jackson 
CJ, Kultys ER, Collier GR. The role of lipogenesis in the development of obesity and 
diabetes in Israeli sand rats (Psammomys obesus). J Nutr 1998 Nov;128(ll):1984-8. PMID: 
9808653; Parks EJ, Krauss RM, Christiansen MP, Neese RA, Hellerstein MK. Effects of a 
low-fat, higji-carbohydrate diet on VLDL-triglyceride assembly, production, and clearance J 

15 Clin Invest 1999 Oct;104(8):1087-96. PMID: 10525047; Marques-Lopes I, Ansorena D, 
Astiasaran I, Forga L, Martinez JA. Postprandial de novo lipogenesis and metabolic changes 
induced by a high-carbohydrate, low-fat meal in lean and overweight men. Am J Clin Nutr. 
2001 Feb;73(2):253-61. PMID: 11157321) 

20 We found transketolase to be down-regulated in brown adipose tissue derived from 

mice with various body weights ranging from obese (sd4 compared to chow-fed mice) to 
heavily obese (ngsd7 compared to chow-fed mice) and hyperglycemic, heavily obese mice 
(hgsd7+ compared to chow-fed mice) on a high fat diet; transketolase remained unchanged 
in white adipose from the same groups of mice. This down-regulation of transketolase is in 

25 conjunction with a down-regulation of several enzymes in the fatty acid synthesis pathway 
and the anaplerotic pathway, including ATP citrate lyase, fatty acid elongase, and malic 
enzyme, as well as, SREBP. This suggests that in brown adipose, fatty acid synthesis and 
lipogenesis are down-regulated as a compensatory mechanism to the high fat diet Such a 
compensatory mechanism is not present in white adipose (Swierczynski J, Goyke E, Wach 

30 L, Pankiewicz A, Kochan Z, Adamonis W, Sledzinski Z, Aleksandrowicz Z. Comparative 
study of the lipogenic potential of human and rat adipose tissue. Metabolism. 2000 
May;49(5):594-9. PMID: 10831 168; Hellerstein MKL De novo lipogenesis in humans: 
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metabolic and regulatory aspects. Eur J Clin Nutr. 1999 Apn53 Suppl 1 :S53-65. Review. 

PMID: 10365981) 

Figure 1 summarizes the biochemistry surrounding the human Transketolase and 
5 potential assays that may be used to screen for antibody therapeutics or small molecule drugs 
to treat obesity and/or diabetes. Figure 1 shows pentose phosphate pathway generating 
NADPH for fatty acid and steroid biosynthesis. The pathway has 1st oxidative and 2nd n0 n- 
oxidative stage. The non-oxidative stage is link between pentose phosphate pathway and 
glycolysis, reactions of the pathway are cytoplasmic. Transketolase cofactors are thiamine 
10 pyrophosphate and Mg2+ (Frank T, Bitsch R, Maiwald J, Stein G. Alteration of thiamine 
pharmacokinetics by end-stage renal disease (ESRD). Int J Clin Pharmacol Ther 1999 
Sep;37(9):449-55; Pietrzak I, Baczyk K. Erythrocyte transketolase activity and guanidino 
compounds in hemodialysis patients. Kidney bit Suppl 2001 Feb;78:S97-101) 

15 Figure 2 suggests how alterations in expression of the human Transketolase and 

associated gene products function in the etiology and pathogenesis of obesity and/or 
diabetes. The scheme incorporates the unique findings of these discovery studies in 
conjunction with what has been reported in the literature. The outcome of inhibiting the 
action of the human Transketolase would be a reduction of Insulin Resistance, a major 

20 problem in obesity and/or diabetes. 

Therefore, mimicking brown adipose in white adipose, by inhibiting transketolase, 
may decrease the amount of NADPH necessary for fatty acid synthesis and lipogenesis. The 
decrease of NADPH available for fatty acid synthesis and lipogenesis may force utilization 

25 of fat stores. Thus, a modulator of transketolase such as an antagonist or an inhibitior for 
transketolase may be beneficial for the treatment of obesity an/or diabetes. Furthermore, 
ihibition of production of fructose-6-phosphate through inhibition of transketolase may 
decrease the hexosamine pathway and may also have beneficial effects for insulin resistance. 
Cell lines expressing the Transketolase can be obtained from the RTQ-PCR results disclosed 

30 herein. These and other Transketolase expressing cell lines could be used for screening 
purposes. 

Furthermore, our results indicate that a modulator of Transketolase activity, such as 
an inhibitor, activator, antagonist, or agonist of Transketolase may be useful for treatment of 
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such disorders as obesity, diabetes, and insulin resistance, as well as for enhancement of 

insulin secretion. 
Discovery Process 

5 The following sections describe the study design(s) and the techniques used to 

identify the Transketolase encoded protein and any variants, thereof; as being suitable as 
diagnostic markers, targets for an antibody therapeutic and targets for a small molecule drugs 
for Obesity and Diabetes. 

Obesity and Diabetes are major public health concerns in the developed and 

10 developing world. It is estimated that over half of the adult US population is overweight 
with a body mass index (BMT) greater than the i^per limit of normal (25) where the BMt is 
, . . . defimxi as the weight (Kg) / [height (m)] 2 . A common consequence of being overweight is 
hyperlipidemia and the development of insulin resistance. This is followed by the 
development of hyperglycemia, a haUmaric of Type II diabetes. Left untreated, the 

15 hyperglycemia leads to microvascular disease and end organ damage that includes 

retinopathy, renal disease, cardiac disease, peripheral neuropathy and peripheral vascular 
compromise. Currently, over 16 million adults in the US are affected by Type II diabetes 
and the condition has now become rampant among school-age children as a consequence of 
the epidemic of obesity in that age group. 

20 Diabetes mellitus is a disorder in which blood levels of glucose (a simple sugar) are 

abnormally high because the body doesn't release or respond to insulin adequately. 
Blood sugar (glucose) levels vary througiout the day, rising after a meal and returning to 
normal within 2 hours. Blood sugar levels are normally between 70 and 1 10 milligrams per 
deciliter (mg/dL) of blood in the morning after an overnight fast They are usually lower than 

25 120 to 1 40 mg/dL 2 hours after eating foods or drinking liquids containing sugar or other 
carbohydrates. 

Ins u lin, a hormone released from the pancreas, is the primary substance responsible 
for maintaining appropriate blood sugar levels. Insulin allows glucose to be transported into 
cells so that they can produce energy or store glucose-derived enrgy until it's needed. The 
30 rise in blood sugar levels after eating or drinking stimulates the pancreas to produce insulin, 
preventing a greater rise in blood sugar levels and causing them to fell gradually. Because 
muscles use glucose for energy, blood sugar levels can also fall during physical activity. 

Diabetes results when the body doesn't produce enough insulin to maintain normal 
blood sugar levels or when cells dont respond appropriately to insulin. In type II diabetes 
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mellitus, the pancreas continues to manufacture insulin, sometimes even at higher than 

normal levels. However, the body develops resistance to its effects, resulting in a relative 

insulin deficiency. 

The main goal of diabetes treatment is to keep blood sugar levels within the normal 
5 range as much as possible. Completely normal levels are difficult to maintain, but the more 
closely they can be kept within the normal range, the less likely that temporary or long-term 
complications will develop. 

Therefore, a therapeutic that decreases insulin resistance and/or enhances insulin 
secretion would be beneficial in treatment of obesity and/or diabetes. Additionally, such a 
10 therapeutic would be beneficial in treatment of insulin resistance, a condition that often leads 
to the development of diabetes. 



15 Example Bl. Mouse Dietary - Induced Obesity 

*\ 

A protocol for Mouse Dietary-Induced Obesity study is disclosed in Example Ql . 

The predominant cause for obesity in clinical populations is excess caloric intake. 

20 This so-called diet-induced obesity (DIO) is mimicked in animal models (mouse strain 
G57BL/6) by feeding high fat diets of greater than 40% fiat content The DIO study was 
established to identify die gene expression changes contributing to the development and 
progression of diet-induced obesity. In addition, the study design sought to identify the 
. factors that lead to the ability of certain individuals to resist the effects of a high fat diet and 

25 thereby prevent obesity. The sample groups for the study had body weights +1 SJX,+4 
S.D. and + 7 SJD. of the chow-fed controls (below). In addition, the biochemical profile of 
the + 7 S D. mice revealed a further stratification of these animals into mice that retained a 
. normal glycemic profile in spite of obesity and mice that demonstrated hyperglycemia. 
Tissues examined included hypothalamus, brainstem, liver, retroperitoneal white adipose 

30 tissue (WAT), epididymal WAT, brown adipose tissue (BAT), gastrocnemius muscle (fast 
twitch skeletal muscle) and soleus muscle (slow twitch skeletal muscle). The differential 
gene expression profiles for these tissues revealed genes and pathways that can be used as 
therapeutic targets for obesity and/or diabetes. Protocol for differential gene expression 
analysis, GeneCalling®, is disclosed in Example Q7. 
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Results 

A fragment of the mouse (mouse strain C57BL/6) Transketolase gene was initially 
5 found to be down-regulated by 1 .7 fold in the brown adipose tissue of mice fed a high fat 
diet who reach 4 standard deviations of body weight when compared to chow fed mice 
relative to brown adipose of chow fed mice using CuraGen's GeneCalling® method of 
differential gene expression. A differentially expressed human gene fragment migrating, at 
• approximately 385 nucleotides in length was definitively identified as a component of the 
10 human Transketolase cDNA. The method of competitive PCR was used for confirmation of 
the gene assessment The electrophero graphic peaks corresponding to the gene fragment of 
the human Transketolase were ablated when a gene-specific primer (shown in Table Bl) 
competes with primers in the linker-adaptors during the PCR amplification. The peaks at 385 
nt in length were ablated in the sample from both the chow fed mice and the mice on a high 
15 fat diet 

Table Bl. The direct sequence of the 385 nucleotide-long gene fragment and the gene- 
specific primers used for competitive PCR are indicated on the cDNA sequence of the 
Transketolase fragment (SEQ ID NO: 178) are shown in bold. The gene-specific primers at 

the 5 > and 3' ends of the fragment are underlined. 

Mouse transketolase (scm_gb-u05809_4) (fragment from 1 151 to 1536 in bold, band size: 
386) 

670 ACATCAACCG CCTGGGCCAG AGCGACCCAG CCCCGCTGCA GCACCAGGTG GACATCTACC 
730 AGAAGCGCTG TGAGGCCTTT GGCTGGCACA CCATCATCGT GGACGGACAC AGOGTGGAGG 
790 AGCTGTGCAA GGCCTTTGOT CAGGCCAAGC ACCAACCAAC AGCCATCATT GCCAAGftCCT 
850 TCAAGGGCCG AGGGATCACA GGGATTGAAG ACAAGGAGGC GTGGCACGGG AAGCCCCTCC 
910 CCAAAAACAT GGCCGAGCAG ATTATCCAGG AGATTTACAG CCAGGTTCAG AGCAAAAAGA 
970 AGATCCTGGC CACGCCCCCT CAGGAGGATG (XCCATCCGT GGACATTGCT AACATCCGAA 
1030 TGCCTACGCC ACCCAGCTAC AAAGTGGGGG ACAAGATAGC CACCCGGAAG GCCTATGGAC 
1090 TGGCCCTCGC TAAGCTGGGC CACGCCAGTG ACCGTATCAT TGCCCTGGAT GGAGACACCA 
1150 AGAATTCCAC CTTCTCGGAG CTCTTCAAAA AGGAGCACCC AGACCGGTTC ATTGAGTGCT 
1210 ACATTGCCGA GCAAAACATQ GTGAGCATTG COGTGGGCTG TGCCACACGT GACCGGACAG 
1270 TGOCCTTCTG CAGTACTTTC GCGGCCTTCT TCACACGGGC CTTCGACCAG ATTCGCATGG 
1330 CCGCCATCTC TGAGAGCAAC ATCAACCTCT GTGGCTCCCA CTGTGGTGTG TCCATTGGGG 
1390 AAGACGGGCC CTCTCAGATG GCCCTCGAAG ACCTGGCCAT GTTCCGGTCA GTCCCCATGT 
1450 CCACCGTCTT TTACCCAAGC GATGGAGTTG CAACAGAGAA GGCAGTGGAG TTAGCAGCCA 
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1510 ACACAAAGGG CATTTGCTTC ATCCGGACCA GCCGCCCAGA GAATGCCATT ATTTATAGCA 
1570 ACAATGAGGA TTTCCAGGTC GGCCAAGCCA AGGTGGTCCT GAAGAGCAAG GATGACCAAG 
1630 TGACAGTGAT CGGGGCTGGT GTAACTCTGC ATGAGGCCTT GGCTGCTGCA GAGAGTCTAA 
169a AGAAAGATAA GATCAGCATC OGGGTGCTGG ATCCCTTCAC TATCAAGCCC CTGGACAGGA 
1750 AACTCATCCT AGACTCTGCC CGAGCAACCA AAGGCAGGAT CCTCACCGTG GAGGACCACT 
1810 ACTACGAAGG TGGCATAGGA GAGGCAGTGT CTGCTGCCGT AGTGGGTGAA CCTGGAGTGA 
1870 CGOTCACTCG CCTGGCTGTC AGCCAAGTAC CACGAAGTGG CAAGCCAGCT GAGCTACTGA w . 
1930 AGATGTTCGG TATTGACAAG QACGCCATTG TGCAAGCTGT GAAAGGCCTT GTCACCAAGG 
1990 GCTAGGGAGG GCATGGGATG CTGGGTG 

(gene length is 2516, only region from 670 to 2016 shown) 



Example B2. Identification of Human Transketolase Sequences. 

5 The sequence of Human Transketolase (Acc. No. CGI 75387-01) was derived by 

laboratory cloning of cDNA fragments, by pi silico prediction of the sequence. cDNA 
fragments covering either the full length of the DNA sequence, or part of the sequence, or 
both, were cloned. In silico prediction was based on sequences available in CuraGen's 
proprietary sequence databases or in the public human sequence databases, and provided 

10 either the full-length DNA sequence, or some portion thereof The protocol for identification 
of human sequence(s) is disclosed in Example Q8. 

Table B2 shows protein alignment (ClustalW) of Human Transketolase sequence 
(CG175387-01; SEQ ID NO:8) and Mouse Transketolase sequence (SEQ ID NO:179) Table 
15 B3 shows sequence of Mouse Transketolase (SEQ ID NO:179). 

Table B2. Protein alignment (ClustalW) of Human Transketolase sequence (CGI 75387- 
01; SEQ ID NO:8) and Mouse Transketolase sequencen (SEQ ID NO:179). 
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Table B3. Mouse Transketolase (SEQ ID NO: 179). 

>U05809 Mouse 

MEGYHKPIXKJKI^AIJa3TANMJaSSIQATr^ 

FVIJSKGHAAPILYAWA^ 

YTOKASYRVYCMIaIIXiEVSEGSVWEAM^^ 

WHTOVDGHSVEEIXXAFGQAKHQ^ 

KQOIATPPQEDAPSVDIANIRMPTPPSYKVGDKIA 

FKKEIffDRFIECYIAEQNMVSIAVGCATRDRTVP 

IGEIXjPSQMAl^UkMFRSWMSTVFYPSDGVATEK^ 

QAKVVlJKSKDlXJVTVIGAGVTIilBAI-AAAESIJ^ 

DHYYBGGIGEAVSAAWGEPGVTVTRIAVSQWRSGKPAELIJa^ 

The laboratory cloning was performed using one or more of the methods summarized 
in Example Q8. The NOV2 clone was analyzed, and the nucleotide and encoded polypeptide 
sequences are shown in Table B4. 



Table B4. NOV2 Sequence Analysis 


NOV2a, CG175387-01 |SEQ ID NO: 7 


2078 bp 


DNA Sequence |oRF Start: ATG at 80 J 


ORF Stop: TAG at 1949 


GGCACGAGGGCCTCTCGCC^CXK^ 



G 



CCTGCCGC^ 
C 

AACcra:cri^a3TATaKxrrc 

G 

CAGCGCCGCAGAGATCATGGCTGTCCTCTT^ 
A 

ATCCGCACAATGACCGCrrTGTGCT 
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T 

q^AGCTGGTTTCCT(K3CCGA^ 
A 

CCCGGTC(XX3AAACAAGCTTTCACCGAC(^^ 
T 

(JIX3GGATGGCCTACACCGGCAAATA 
T 

GGGGAGCOCTCAGAGGGCrrcTQTATGGGAGGC^ 
T 

TGTGGCCATTCTAGACATCAATCG^ 
A 

TCTACX^GAAGCXXSTGCGAGGCXJTTCX^ 
6 

CTGTCK^AAJCXKXrrTTG^ 
6 

AGGGATCACXjGGGGTAGAAGAT3^AGGAGTCTTGGCA3^ 

c 

AGATCATCCAGGAGATCTACAGCC^ 
G 

GACGCACXCTCAGTGGACATTGCCAACATCTO 
A 

GAIAGCCACCOTCAAGGCCTACGGGCAGGCACT^ 
G . 

CCCTGGATGGGGACACCAAAAATTCCACCTT^^ 
C 

ATCXJAGTGCTACATTGCCXj&GCAGAAC^ 
C 

GGTGCCXnTCTGCAGCACTTTTGCAGCCT 
A 

TCTCCXSAGAGCAACATCAACCTC^ 

C 

CAGATGGCCCTAGAAGATCTGGCTATGTT^ 
A 

TGGCGTTGCTACAGAGAAGGCAGTGGAACK^ 
A 

GCCX^CCAGAAAATGCCATCATCTATAACAA 
C 

CTGAAGAGCAAGGATGACCAGGTGACCGTTATCGGGG 
C 

TGCCGAACTGCTX3AAGAAAGAAAAGATCAACATCX!GOT 
G 

ACAGAAAACTCATTCTCGACAGCGCTCGTGCC3^^ 
T 

TATGAAGGTGGCATTGGTGAGGCTGTGTCCA^ 
A 

CCTGGCAGTTAACCGGGTACCAAGAAGTGGGAAGCCAGC^ 
A 

GGGATGCCATTGCACAAGCTQTGAQGGGCCTCATC^ 



C 

GGGGGTCTATACATTCCnXlM^TTCTGGGAAA 



T 

ATGTTTTGAGAAAAATGAAAAAAAAAAAAAAAAAAAAA 


NOV2^ CG175387-01 
Protein Sequence 


SEQIDNO:8 


623 aa 


MWat67876.8fcD 



MBSYHKPDQQKIiQAIiKDTftNfU>RISSIQACTAAGSGHPT^ 
N 

DRFVLSiaSHAAPILYAVWABAGPIAEAEIiIiNliRKIS 



A 

YTGKyHX>KASYRVYCLIjGDGBLSBGSVWHAMAFAS I YKIiDmiVAILDINRIiGQSDPAPLQHQMDIYQ 
K 

RCKAFGWHAI rVIXSHSVKKIjCKAFGQTlKHQPTAI IAKTFKGRGI TGVkXjju^ WHGKPLPKKMAEQI I 
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EIYSQIQSKKKXLATPPQEDAPSVDIAN^ 
6 

DTKNSTFSBIFKKEHPDRFIBCnAECPHMTO 
S 

OTMiCGSHCGnrSIGEZXSPSQMALBDJA*^^ 
B 

NAI rYNNNKDPQVGQAKVVLKSKDDQVTVIGAGVTIiHBA^ 
L 

ii^SARATKGRILTVKDHYYEGQIGKAVSSAVVGBPGlTVI^ 
I 

AQAVRGLITKA 



NOV2b,CG175387-03 
DNA Sequence 



SEQIDNO:9 



ORF Start at2 



1927 bp 



ORF Stop: TAG at 1886 



TCATCATCACCACCATCACGM 
A 

CGGa^CCGCCTAOTCATC^GCra 
A 

C 

CCGGAATCCGCACAATGACCGCTTTGTGCTCTCCAj^ 
T 

GGGCTGAAGCTGGTTTCCTGGCOSAGGCGGAGC^^ 
C 



CGCTTGTX3GGATGGCCTA<^ 
G 

GAGACGGGGAGCTGTCAGAGGGCTCTGTATG^ 
C 

AACCTTGTGGCCATTCTAGACATCAATC^ 
T 

GGAOVTCTACCAGAAGCGGTGCGAGGCC^ 
G 

36AGCTC3TGCAAGGCCTTT(MCCAGGCCAAGCACCATC 
G 

GGCCQAGGGATCACGGGGGTAQAAGATAAGGAGTCTTGGC^ 
C 

TGAGCAGATCATCCAGGAGATCTACAGCCA^ 
C 

AGGAGGACGCACCCTCAGTGGAC&TTGCCAA 
G 

GAC&AGATAGCCACreXK^AGGC^ 
T 

CATCGCCCTGGATGGGGACACCAkAAATTC 
C 

GCTTCATCGAGTGCTACATTGeTG^ 
C 

AGGACXSGTGCCCTKJTCCAGCACTT^^ 
C 

CXKXATCTCCGAGAGCAACATCAAC^ 
C 

CCTCCCAGATGGCCCTAGAAGATCTGGC^ 
A 

AGTGATGGCGTTGCTACAGAGAAGGCAGTGGAAC^ 
G 

GACCAGCCGCXraJGAAAATGCC^^ 
G 

TGGTCCTGAAGAGCAAGGATGACXAGGTG^ 
G 

GCCGCTGCOGAACTGCTGAAGAAAGAAAAGATCAAC^ 
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C 

OnX3GAC3lGAAAACTC^^ 
C 

ATTATTATGAACGTGGCATTGGTGAGGCTGTGTC 
C 

ACCCACCTGGCAGTTAACCX5GGTACCAAGAACT 
T 

QGM!flGGQATCCCRTTGCAC!AAGCTGTO 
C 

TCGAGCACCACCACCACCACCAC 



NOV2b, CG175387-03 
Protein Sequence 



SEQIDNO: 10 



628 aa 



MWat68568.4kD 



HHHHHHESYHKPDQQKIiQALKI^^ 
P 

RNPHOTRFVI>SKX3HAAPILYAVW^ 
A 

ACX5MAYTGK!fFDKAS YRWCLLGDQELSEQSVWEAMAF^ I YKLDNLVAILD INRLGQSDPAPIiQHQ 
M 

DI YQKRCEAFGWHAI I VIXMSVEKCjCKAPXSQAiaiQPTAI 
A 

BQIIQEIYSQIQSKKKXLATPPQEDAPSVDIA^ 

I 

IAIJXaynaJSTFSEIFKKKHPDRPIBCyiABQNMVSIAV^ 
A 

AISESNXNIjCGSHCGVSIGHDGPSQMALI&IiAOT 
R 

TSRPKNAI I YNNNEDFQVGQAKVVI*KSKD]X2VT\^ 
P 

LDRKIilliDSARATKQRXIjTVEDHYYBGQIGKAVS S AWGBPG I TVTHIjAVNRVPRSQICPABLIiKMFG 
I 

DRDAIAQAVRGLITKA 



NOV2c, 267254044 
DNA Sequence 



SEQIDNO: 11 



ORFStart:at3 



1897 bp 



|ORF Stop: TAG at 1884 



CMCGAATTCCACCATGGAC&GCI^ 
6 

GCCAACCGCCTAC6TATCAGCTCCATCCAGTC 
G 

X3CAGCGCCGCAGAGATCAOX3G<n^ 
C 

GGAATCCGCACAATGACOKrTTTCTGC^^ 
G 

JTGAAGCTGGTT1XXTGGCCG3VGGCGGAGCTGCTG 
G 

GCACC<XX3TCCCGAAACAAGCTTTCAC^ 
G 

CTTGTGGGATGGCCTACACCX3GCAAATACT 
A 

GATGGGGAGCTGTCAGAGGGCTCTGTATGGGAGGCX^ 
A 

CCTTGTGGCCATTCTAGACATCAATCGCX^ 
G 

ACATCTACCAGAAGCX3GTGCX3AGGCCTT^ 
G 

GAGCTX5TGCAAGGCOTTTGGCCAGGCCA^ 
G 

CCGAGGGATCAQ3GGGGTAGAAGATAAGGAGTCTTGGCIATC 
G 

AG(^GATCATCCAGGAGATCTACAGCCAGATC 
G 

GAGGACGOUXXrTCAGTGGACMrr^ 
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CMGATAGCCACCCXX!AAGGCC^ 
A 

TCGCCCTGGATGGGGACACO^AAAATTC 
C 

TTCATCGAGTGCTACATTGCCGAGCAGAAC^ 
G 

QACGGTGCCCTTCTQCAGCACTTTTGCJ^ 
6 

(X^ATCTCCGAG&GCAACATC 
C 

TCCCAGATGGCCCTAGAAGATCTGGC^^ 
G 

TGATGGCGTTGCTACAGAGAAGGCAGT^ 
A 

CCAGCOXXCAGAAAATGCCATCATC^ 
G 

GTCCTGAAGAGCAAGGATGACCAGCTGACCGTra 
C 

CGCTGCCGAACTGCTGAAGAAAGAAAAGATCAACA^ 
C 

TGGACAGAAAACTCATTCTCG^^ 
T 

TATTATGAAGGTGG<^TTGGTX3AGGCT 
C 

CCACCTGGCAGTTAAC03GGT3^^ 
G 

ACAGGGATGCCATTGCACAAGCTGTGAGGGGCCr^^ 



NOV2c, 267254044 
Protein Sequence 



SEQIDNO: 12 



627 aa MW at 68276.2kD 



PNSTMBSYHKPIXXJKUJALKDTAimiiRISSIQATTAAGS 
R 

NPHNDRFVLSKGHAAPILYAVWAEAGFLAEAEIiLOT 
A 

CGMAYTGKYFDKASYRVYCLLGrc 
D 

IYQKRCEAFGWHAI IVDGHSVEELCKAPGQAKHQPTAIIAKTFKGRGITGVKDKESTO 
E 

QIIQBIYSQIQSKKKIIiATPPQEDAPSVDilANII^ 
I 

AIjDGDTKNSTFSEI FKKEHPDRFIECYXABQNMVS XAVGCATRNRTVPFCSTFAAFPTOAFDQIRMA 
A 

ISBSNINLCGSHCGVS IGEIXSPSQMAIiKDLAMFRSVPTSTVFYPSI^ 
T 

SRPBNAI I YNHNEDFQVGQAKVVLKBlODIXiVTVTC^^ 
L 

DRKIiIIjDSARATKGRIIiTVEDHYYEGGI^ 
D 

RDAIAQAVRGLITKA 



NOV2d,CG175387-02 
DNA Sequence 



SEQIDNO: 13 



OKF Start: at 3 



1897 bp 



ORF Stop: TAG at 1884 



CACCGAATTCCACCATGGAGAGCTACCACAAGCCTGACC^^ 
G 

GCCAA(XX3<XTIMGTATCAGCTC^ 
G 

CTGCAGCGCCGCAGAGATCATGGCTGTCCTC 



GCTGAAGCTGGTTTCX!TGGCCGAGGCGGAGCTG 
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G 



G 

CTTGTGGGATGGCCTACACCX3GCAAATA 
A 

GATGGGGAGCTGTCAGAGGGCTCTGTATGGGAGGCCAT^ 
A 

CCTTGTGGCCATTCTAGACATCAATCX5 
G 

ACATCTACCAGAAGCGGTGCGAGGCCTTCXK^^ 
G 

GAGCTGTGCAAGGCCITrcGCCAGGCCAAGC^ 
G 

CCGAGGGATCACGGGGGTAGAAGATAAGGACTCT 
G 

AGCAGATCATCCAGGAGATCTACAG^ 
G 

GAGGACGCACCCTCAGTGGACATTGCCA^ 
A 

CAAGATAGCCACCCXK2AAGGCCTACX3^ 
A 

TCGCCCTGGATGGGGACACCAAAAATTCCAC^^ 
C 

TTCATCGAGTGCTACATTO<X!G^^ 
G 

^O^TGCCCTTCTGCAGCACTTTTGC^ 
G 

CCATCTCCGAGAGCAACATCAACCTCTGCG^ 
C 

TCCCAG&TGGCCCTAGtf^GATCTGGCTAT 
G 

TGATGGCGTTGCTACAGAGAAGGCAGTGGAACTAGCCGC 
A 

CCAGCCGCCCAGAAAATGCCATCATCTATAACAACAATGAG 
G 

GTCCTGAAGAGCAAGGATGACCAGGTGACCGTTATCGGGGC^^ 
C 

CGCTOCaSAACTGCTGAAGAAAGAAAAGA^ 
C 

TGGACAGAAAACTCATTCTOGACAGCX3CT 
T 

TATTATGAAGGTGGCATTGGTGAGGCTGTGTCC^^ 
C 

CCACCTGGCAGTTAACCGGGTACCAAGAAGTGGGAAG 
G 

ACAGGGATGCCATTGCACAAGCTGTGAGGGGCCrrCATC^ 



NOV2d,CG175387-Q2 
Protein Sequence 



SEQ ID NO: 14 



627 aa 



MWat68276.2kD 



PNSTMESYHKPDQQIOjQAIJCDTANIUiRISSIQATTAAGS 
R 

NPHNDRFVI^KCmAPILYAWAEAGFLABABLLN^ 
A 

CGMAYTtiK* KUKAS YRVYCLLGDGELSBGSVWKAMAFAS r^KLDNLYAILDINRIjGQSDPAPLQHQM 
D 

I YQKRCEAFGWHAI IV3DGHSVEELCKAK^AKHQPXAIIAKrFKGRGITGVCT 
B 

QIIQBXYSQIC^KKKIIiATPPQKDAPSVDIANIRMPSLPSyKVGDI^ 
I 

AIJX5DTKNSTFSEIFKK32IFDRFIECYI^^ 
A 

ISESNINI>CGSHCX?VSIGKIX3PSQMAIiKDIiAMFRSVPTS^^ 
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T 

SRPENAI I YNNNKDFQVGQAKVVLKSKDI^ 
L 



DRKbll^SARATKGRILTVEDHYYEGGIGEAVSS^^ 
D 

RDAIAQAVRGLITKA 



NOV2e,CG175387-04 
DNA Sequence 


SEQIDNO: 15 


1942 bp 


OKF Start: ATG at 138 


ORF Stop: TAG at 1884 



AGAGCTACCACAAGCCTGACCAGCAGAAG 



C 

AGCTCCATCX^GGCCACCACTGCGGCGGGCTOT 
T 

^TGGCTGTCCTCTTTTTCCACACC^ 

C 

6 

GCCXSAGGCXSGAGOXK^TGAACCK^ 
A 

A. 

CCXSGCATATACTTCGAjCAAGGCCAGCTACC^ 
G 

GGCTCTCTATGGGAGGCCATGGCCrmX^ 
A 

CATCAATCGCCTGGGCCAGAGTGACCCGGCCCCGCTGCAGC^ 
T 

GCGAGGCCTTCGGTTGGCATGCCATCATOT 
T 

GGCCAGGCCAAGCACCAGCCAACAGCCATCATTG^ 
T 

AGAAGATAAGGAGTCTTOGCATGGGAAGCCCCTCC^ 
A 

TCTACAGCCAGATCCAGAGCAAAAAGAAGATCCTGGCAACrc 
G 

GACATTGCCAACATCOTCATGCCCAGCCTGCCCAGCT 
A 

GGCCTACGGGCAGGCACTGGCCAAGCTGGGC^ 
A 

CCAAAAATTCCACCTTCTCXSGAGATCTT^ 
T 

GCCGAGCAGAACATGGTCAGCATCGCGGTGt^^ 
G 

CACTTTTGCAGC^rrrCTTCA 
A 

TC^CXnXHX303GCTCXrCACTG^ 
A 

GATCTGGCTATGTTTCGGTC^VGTCC^^ 
A 

GAAGGCAGTGGAACTAGCCGCCAATACAAAGG - 
G 

CXIATCATCTATAACAACAATGAG^ 
T 

GACCAGGTGACCGTTATCGGGGCTGGGGTOACCCT^^ 
A 

GAAAGAAAAGATCAACATCCX3CGTGCTGGACCCXOT 
C 

TCGACAGCGCTCGTGCCACX3tf^^^ 
T 

GGTGAGGCTGTGTCCAGTGCAGTA^^ 
G 

GGTACCAAGAAGTGGGAAGCCAGCnXaAGCTGCT 
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c 

AAGCTGTCAGGGGCCTOm^ 
C 

GAGCACavCCACCACCACCACTX3GA^ 



NOV2e,CG175387-04 
Protein Sequence 



SEQIDNO:16 582 aa MWat 6370UkD 



MAVLPPmi^YKSQDPIQJPHOT)RFVI*SKBHAAPILYAVWaE 
Q 

AFTDVATGSLGQGLGAAOSMAYTGKYFDKAS^ 
D 

INRLGQSDPAPLQHQMDIYQKRCEAFGWHAI IVDGHSVEELCKAFGQAKHQPTAI IAKTFKGRGITG 
V 

EDKBSWHGKPIiPKNMAEQIIQEIYSQIQSKKKIIiATPPQEDAPSVDIAN 
K 

AYGQAIAKLGHASDiaiALDGDTKNSTPSEI 
S 

TFAAFFTOAFDQIRMAAISESNINI^ 
E 

KAVELAANTKGICTIRTSRPENAIIYNNNEDFQV^^ 
K 

KEK1NIRVIjDPFT1KPIJ)RKLILDSARATKGRILTVEDHY 
R 

VPRS GKP AKIxLKMFG IDRDAIAQAVRGL I TKAHHHHHH 



A QustalW comparison pf the above protein sequences yields the following sequence 
alignment shown in Table B5. 



Table B5. Comparison of the NOV2 protein sequences. 

NOV2a -MESYHKPDQQKLQAIjKDTANRLRI^ 

NOV2b HHHHHHESYHKPDQQKLQALKDTANRLRISSI 

NOV2C - PNSTMESYHKPDQQKLQAIJGDTANRIiRISSIQATT^ 

NOV2d - PNSTMES YHKPDQQKLQALKDTANRLRI S S IQATTAAGSGHPTSCCSAAEIMAVLFFHT 

NOV2e MAVLPFHT 

NOV2a MRYKSQDPIUJPHiroRFVLSKGHAAPILYAVWAEAGFI^ 

NOV2b MR YKS QDPRNPHNDRFVLS KGHAAP I LYAVWAEAGFLAKAELLNLRKI S SDLDGHPVPKQ 

NOV2 c MRYKSQDPRNPHNDRFVIiSKGHAAPILYA^ 

NOV2 d MR YKS QD PRNPHNDRFVLS KGHAAP I L YAVWAKAG FLAEAELLNLRKI S SDLDGHPVPKQ 

NOV2e MRYKS QDPRNPHNDRFVLS KGHAAP ILYAVWARAGFL^ 

NOV2a AFTDVATGSLGQOLGAACGMAYTGKYFDK^ 

NOV2b AFTDYATGSLGQGLGAA03MAYTGKYFDKAS YRVYCT^ I YKL 

NOV2c AFTDVATGSLGQGLGAAC<34AYTGKYFDKA^ 

NOV2d APTDYATGSIj6QGLGAACGMAYTGKYFDK3\SYRW 

NOV2e AFTDVATGSIjGQCTjGAACGMAYTGKYFDKASYRW 

NOV2a DNLVAII^INRIjGQSDPAPLQHQMDI YQKRCEAFGWHAI rVDGHSVEBLCKAFGQAKHQP 

NOV2b DNLVAIIiDINRLGQSDPAPIjOT(^!DIYQKRCn3AFGWHAI IVDGHSVEELCKAFGQAKHQP 

NOV2c DNLVAIIiDINRLGQSDPAPIiQHQMDI YQKRCEAFGWHAI IVDGHSVEELCKAFGQAKHQP 

NOV2d DNLVAIIJ)INRIjGQSDPAPIjQHQMDI YQKRCEAFGWHAI IVDGHSVEELCKAFGQAKHQP 

NOV2e DNLVAILDINRLGQSDPAPLQHQMDIYQKRCEAFGWHAI IVDGHSVEELCKAFGQAKHQP 

NOV2a TAI IAKTFKGRGITGVEDKESWHGKPLPKNMAEQI I QEIYSQ IQSKKKILATPPQEDAPS 

NOV2b TAIIAKTFKGRGITGVEDKBSWHGKPLPKNMABQI IQEIYSQIQSKKKILATPPQEDAPS 

NOV2C TAirU^KTFKGRGITCVEDKBSWHGKPLPK^ 

NOV2d TAIIAKTFKGRGITGVEDKESWHGKPLPKNM7^EQIlQEIYSQIQSKKKIIjA 

NOV2e TAI IAKTFKGRGITGVEDKESWHGKPLPKNMAEQI I QBI YSQI^ 
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NOV2a VT)IAOTRMPSLPSYJCVGDKIA!!ERKA^ 

NOV2b VDIANIRMPSIiPSYKVGDKXATRKAYGQAliAKL^ IALIX3DTKNSTFSBIFKKEH 

NOV2C VDIANIRMPSLPSYKVGDKXATRKAYGQALA^^ 

NOV2d VDIANIRMPSLPSYKVGDKIATRKAy^QA^ 

NOV2e VDIANIRMPSLPSYKVGDIOAraKAYGO^^ 

NOV2a PDRPIECYIAEC2NMVSIAVGCATRNRTVPFCSTO 

NOV2b PD^IECYIAEQNMVSIAVGCATWniTVPFCSTPAAPPTRA 

NOV2C PDRF IBCYTAEQNMVS IAVGCATRNRTVPFCSTFAAFFTRAFDQIRMAAI SESNINLCGS 

NOV2d PDRFIECYTAEQNMVS IAVGCATRNRTVPFCSTFAAFFTRAFDQIRMAAI SES^^ 

NOV2e PDRFIECYIABQNMVSIAVGCATRinWVPFCSTFAAF^^ 

NOV2a HCGVS IGEIXSPSQMALEDIiAMFRSVPTSTV 

NOV2b ECGVSIGBDGPSQmittLtWFRSVtt 

NOV2C HOIVSIGEDGPSQMAIiEDLAMFRSVOT 

NOV2d HC^SIGEDGPSQMALEDIiAMFRSVT^ 

NOV2e HCGVSIGKDGPSQMALEDIAMFRSV^STVFYPSI^ 

NOV2a ENAIIYNNHnTOFQVGQAKVVI^KD^^ 

NOV2b ENAiraiNNBDFQVGQAKVVLKSKDI)^^ 

NOV2C ENAIITONHKDFQVGQAKVVLKSKDDQVTVIG^^ 

NOV2d ENAJrSfNNNKDFQVGQAKVVLKSKDDQVTV^ 

NOV2e ENAI IYNNNBDFQVGQAKWIiKSKDDQVT^GAGVTI^^ 

NOV2a TIKPLDRKLILDSLMIATKGRILTVEDHYYBGG 

NOV2b TIKPIiDRKLIIiDSAI^TKXSRIIiTVEDHYY^OT 

NOV2C TIKPIiDWCLIIiDSARATKX3RII»T^ 

NOV2d TI KPLDRKLIIjDSARATKGIOILTVKDHYYBGGIGEAVS SAWGEPGITVTHIiAVNRVPRS 

N0V2e TIKPLDRKLIIiDSAIUmaSiaiiTVEDHYYBGGIGBAVSSAVTO 

NOV2a GKPABLLKMFGIBRDAXAOAVRGIjITKA 

NOV2b GKPABLLKMFGIDRDAIAQAVRGLITKA- - 

NOV2 c GKPABLLKMFGIDRDAIAQAVRGIiITKA 

KOV2d GKPAEUiKMFGIDRDAIAQAVRGLITKA 

WOV2e GKPAKLIiKMFXSIBRDAIAQAVRGLITKAHHHHHH 

NOV2a (SBQ ID NO: 8) 

NOV2b (SBQ ID NO: 10) 

NOV2C (SBQ ID NO: 12) 

NOV2d (SBQ ID NO: 14) 

NOV2e (SBQ ID NO: 16) 



Further analysis of the NO V2a protein yielded the following properties shown in Table B6. 



Table B6. Protein Sequence Properties NOV2a 



SignalP analysis: No Known Signal Sequence Predicted 



PSORTII analysis: 



PSG: a new signal peptide prediction method 
N-region: length 11; pos.chg 2; neg.chg2 
H-regian: length 4; peak value -634 
PSG score: -10.74 

GvH: von Heijne's method for signal seq. recognition 
GvH score (threshold: -2.1): -6.01 
possible cleavage site: between 41 and 42 
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»> Seems to have no N-ternrinal signal peptide 

ALOM: Klein et afs method for TM region allocation 
Init position for calculation: 1 

Tentative number of TMS(s) for the threshold 0.5: 0 
number of TMS(s) .. fixed 
PERIPHERAL likelihood = 1.11 (at 503) 
ALOM score: 1.11 (number of TMSs: 0) 

MTTDISC: discrirnination of mitochondrial targeting seq 
R content 0 Hyd Moment(75): 4.90 
HydMoment(95): 4.71 G content 0 
D/E content 2 S/T content: 1 
Score: -7.08 

GaveL prediction of cleavage sites for mitochondrial preseq 
cleavage site motif not found 

NUCDISC: discrimination of nuclear localization signals 
pat4:none 
pat7: none 
bipartite: none 

content of basic residues: 11.4% 
NLS Score: -0.47 

KDEL: ER retention motif in the C-terminus: none 

ER Membrane Retention Signals: 

KKXX-Kke motif in the (^terminus: LTTK 

SKL: peroxisomal targeting signal in the O-terminus: none 

PTS2: 2nd peroxisomal targeting signal: none 

VAC: possible vacuolar targeting motif: none 

RNA-bindmg motif: none 

Actmin-type actin-bmding motif: 
type 1: none 
type 2: none 

NMYR: N-myristoylation pattern : none 

Prenylation motif none 

memYQRL: transport motif from cell surface to Golgi: none 

Tyrosines in the tail: none 

Dfleucme motif in the tail: none 

checking 63 PROSITE DNA binding motifs: none 

checking 71 PROSITE ribosomal protein motifs: none 

checking 33 PROSITE prokaryotic DNA binding motifs: none 

NNCN: Reinhardfs method for Cytoplasmic/Nuclear discrimination 
Prediction: cytoplasmic 

Reliability: 76.7 
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COIL: Lupas's algorithm to detect coiled-cofl regions 
total: 0 residues 



Final Results (k = 9/23): 

60.9 %: cytoplasmic 
26.1 %: nuclear 
43 %: mitochondrial 
43 %: vacuolar 
43 %: peroxisomal 

» prediction for CG175387-01 is cyt (k=23) 



A search of the NOV2a protein against the Geneseq database, a proprietary database that 
contains sequences published in patents and patent publication, yielded several homologous 
proteins shown in Table B7. 



Table B7. Geneseq Results for NOV2a 


Geneseq 
Identifier 


Protein/Organism/Length [Patent 
#,Date] 


NOV2a 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Region 


Expect 
Value 


ABB08374 


Mouse transkelotase-like enzyme 
amino acid sequence - Mus sp, 623 
aa. [WO200192310-A2, 06-DEC- 
2001] 


1..622 
1..622 


590/622 (94%) 
610/622(97%) 


0.0 


ABU530OO 


Human metabolism-associated 
DKFZphtes3_17117homologue#l - 
Homo sapiens, 611 aa. 
[WO2001 12659-A2, 22-FEB-2001] 


6..616 
1-611 


582/611 (95%) 
600/611(97%) 


0.0 


AAE33377 


Human DME-3 protein - Homo 
sapiens, 738 aa. [WO200290521-A2, 
14-NOV-20O2] 


6..616 
119..732 


4167614(67%) 
499/614(80%) 


0.0 


ABU52999 


Human metabolism-associated 
protein from DKFZphtes3_17117 - 
Homo sapiens, 626 aa. 
[WO2001 12659-A2, 22-FEB-2001] 


6..616 
7..620 


415/614(67%) 
498/614(80%) 


0.0 • 


ABB08373 


Human transkelotase-like enzyme 
amino acid sequence - Homo sapiens, 
625 aa. [WO200192310-A2, 06- 
DEC-2001] 


6..616 
6..619 


415/614(67%) 
498/614(80%) 


0.0 



In a BLAST search of public sequence databases, the NOV2a protein was found to have 
5 homology to the proteins shown in the BLAST? data in Table B8. 
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Table B8. Public BLAST? Results for NOV2a 


Protein 
Accession 
Number 


Protein/Organism/Length 


NOV2a 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Portion 


Exp 
ect . 

Val 
ue 


P29401 


Transketolase (EC 2.2.1.1) (TK) - 
Homo sapiens (Human), 623 aa. 


1..623 
1..623 


623/623 (100%) 
623/623 (100%) 


o:o 


A45050. 


transketolase (EC 22.1.1) - 
human, 623 aa. 


1..623 
1..623 


619/623 (99%) 
621/623 (99%) 


0.0 


P40142 


Transketolase (EC 22.1.1) (TK) 
(P68) - Mus musculus (Mouse), 
623 aa. 


1..622 
1..622 


590/622 (94%) 
610/622 (97%) 


0.0 


P50137 


Transketolase (EC 22.1.1) (TK) - 
Rattus norvegjcus (Rat), 623 aa. 


1..622 
1..622 


586/622 (94%) 
609/622 (97%) 


0.0 


Q9ESA0 


Transketolase - Mus musculus 
(Mouse), 559 aa (fragment). 


65..622 
1..558 


529/558 (94%) 
548/558 (97%) 


0.0 



PFam analysis predicts that the NOV2a protein contains the domains shown in the Table B9. 



Table B9. Domain Analysis of NOV2a 


Pfam Domain 


NOV2a Match Region 


Identities/ 
Similarities 
for the Matched Region 


Expect Value 


El_dehydrog 


58..302 


59/329(18%) 
150/329 (46%) 


0.011 


transketolase 


14..304 


108/339 (32%) 
290/339 (86%) 


3.9e-159 


transket_pyr 


314..479 


53/188(28%) 
143/188 (76%) 


1.3e-56 i 


transketolase C 


490..612 


41/136(30%) 
105/136(77%) 


4.9e-34 



Example B3. Transketolase Gene Variants and SNPs 



Variant sequences are included in this application. A variant sequence can include a 
5 single nucleotide polymorphism (SNP). A SNP can, in some instances, he referred to as a 
"cSNP" to denote that the nucleotide sequence containing the SNP originates as a cDNA. A 
SNP can arise in several ways. For example, a SNP may be due to a substitution of one 
nucleotide for another at the polymorphic site. Such a substitution can be either a transition 
or a transversion. A SNP can also arise from a deletion of a nucleotide or an insertion of a 
10 nucleotide, relative to a reference allele. In this case, the polymorphic site is a site at which 
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one allele bears a gap with respect to a particular nucleotide in another allele. SNPs 

occurring within genes may result in an alteration of the amino acid encoded by the gene at 

the position of the SNP. Intragenic SNPs may also be silent, however, in the case that a 

codon including a SNP encodes the same amino acid as a result of the redundancy of the 

5 genetic code. SNPs occurring outside the region of a gene, or in an intron within a gene, do 

not result in changes in any amino acid sequence of a protein but may result in altered 

regulation of the expression pattern for example, alteration in temporal expression, 

physiological response regulation, cell type expression regulation, intensity of expression, 

stability of transcribed message. 

10 

Method of novel SNP Identification: 

SNPs are identified by analyzing sequence assemblies using CuraGen's proprietary 
SNPTool algorithm. SNPTool identifies variation in assemblies wife the following criteria: 
SNPs are not analyzed within 10 base pairs on both ends of an alignment; Window size 

15 (number of bases in a view) is 10; The allowed number of mismatches in a window is 2; 
Minimum SNP base quality (PHRED score) is 23; Minimum number of changes to score an 
SNP is 2/assembly position. SNPTool analyzes the assembly and displays SNP positions, 
associated individual variant sequences in the assembly, the depth of the assembly at that 
given position, the putative assembly allele frequency, and the SNP sequence variation. 

20 Sequence traces are then selected and brought into view for manual validation. The 
consensus assembly sequence is imported into CuraTools along with variant sequence 
changes to identify potential amino acid changes resulting from the SNP sequence variation. 
Comprehensive SNP data analysis is then exported into the SNPCaUing database. 

25 Method of novel SNP Confirmation: SNPs are confirmed employing a validated method 
know as Pyrosequencing, Detailed protocols for Pyrosequencing can be found in: Alderborn 
et al. Determination of Single Nucleotide Polymorphisms by Real-time Pyrophosphate DNA 
Sequencing. (2000). Genome Research. 10, Issue 8, August 1249-1265. 

In brie£ Pyrosequencing is a^real time primer extension process of genotyping. This 
30 protocol takes double-stranded, biotinylated PCR products from genomic DNA samples and 
binds them to streptavidin beads. These beads are then denatured producing single stranded 
bound DNA. SNPs are characterized utilizing a technique based on an indirect 
bioluminometric assay of pyrophosphate (PPi) that is released from each dNTP upon DNA 
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chain elongation. Following Klenow polymerase-mediated base incorporation, PPi is 

released and used as a substrate, together with adenosine S'-phosphosulfate (APS), for ATP 

sulfurylase, which results in the formation of ATP. Subsequently, the ATP accomplishes the 

conversion of luciferin to its oxi-derivative by the action of luciferase. The ensuing light 

5 output becomes proportional to the number of added bases, up to about four bases. To allow 

processivity of the method dNTP excess is degraded by apyrase, which is also present in the 

starting reaction mixture, so that only dNTPs are added to the template during the 

sequencing. The process has been fully automated and adapted to a 96-well format, which 

allows rapid screening of large SNP panels. 

10 

Results 

The DNA and protein sequences for the novel single nucleotide polymoiphic variants of the 
transketolaseJike gene of CuraGen Acc. No. CG175387-01 are reported in Table BIO. 

15 Variants are reported individually but any combination of all or a select subset of variants are 
also included In Table BIO, the positions of the variant bases and the variant amino acid 
residues are underlined, hi summary, there are 22 variants reported in Table BIO. Variant 
13377687 is a G to A SNP at 134 bp of the nucleotide sequence that results in an Ala to Thr 
change at amino acid 19 of protein sequence, variant 13377688 is a C to T SNP at 287 bp of 

20 the nucleotide sequence that results in an Arg to Cys change at amino acid 70 of protein 

sequence, variant 13377684 is a G to T SNP at 566 bp of the nucleotide sequence that results 
in a Val to Leu change at amino acid 163 of protein sequence, variant 13377689 is an A to G 
SNP at 651 bp of the nucleotide sequence that results in an Asp to Gly change at amino add 
191 of protein sequence, variant 13380050 is an A to T SNP at 699 bp of the nucleotide 

25 sequence that results in a Glu to Val change at amino acid 207 of protein sequence, variant 
1 338005 1 is a T to C SNP at 741 bp of the nucleotide sequence that results in a Val to Ala 
change at amino acid 221 of protein sequence, variant 13377683 is an A to G SNP at 747 bp 
of the nucleotide sequence that results in a Glu to Gly change at amino acid 223 of protein 
sequence, variant 13377690 is an A to G SNP at 894 bp of the nucleotide sequence that 

30 results in a Gin to Arg change at amino acid 272 of protein sequence, variant 1 3377682 is a 
T to C SNP at 1253 bp of the nucleotide sequence that results in a Phe to Leu change at 
amino acid 392 of protein sequence, variant 13380092 is an A to G SNP at 1307 bp of the 
nucleotide sequence that results in an De to Val change at amino acid 410 of protein 
sequence, variant 13380073 is an A to G SNP at 1441 bp of the nucleotide sequence that 
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results in no change in the protein sequence (silent), variant 13380072 is a C to T SNP at 
1519 bp of the nucleotide sequence that results in no change in the protein sequence (silent), 
variant 13380093 is an A to G SNP at 1529 bp of the nucleotide sequence that results in an 
Asn to Asp change at amino acid 484 of protein sequence, variant 13380094is a C to T SNP 
at 1550 bp of the nucleotide sequence that results in a Gin to Stop change at amino acid 491 
of protein sequence, variant 13380095 is a T to C SNP at 1603 bp. of the nucleotide sequence 
that results in no change in the protein sequence (silent), variant 13380052 is a G to T SNP at 
1 645 bp of the nucleotide sequence feat results in no change in the protein sequence (silent), 
variant 13377691 is a T to C SNP at 1683 bp of the nucleotide sequence that results in a Phe 
to Ser change at amino acid 535 of protein sequence, variant 13380053 is a T to C SNP at 
1783 bp of the nucleotide sequence that results in no change in the protein sequence (silent), 
variant 13377686 is a G to A SNP at 1802 bp of the nucleotide sequence that results in an 
Ala to Thr change at amino acid 575 of protein sequence, variant 13380055 is a C to T SNP 
at 1813 bp ofthe nucleotide sequence that results in no change in the protein sequence 
(silent), variant 13377685 is an A to G SNP at 1832 bp ofthe nucleotide sequence that 
results in a Thr to Ala change at amino acid 585 of protein sequence, and variant 13380056 
is an A to G SNP at 1 862 bp of the nucleotide sequence that results in a Ser to Gly change at 
amino acid 595 of protein sequence. 



Table B10. Variants of nucleotide sequence of Acq No. CGI 7 5387-01 (SEQIDNO:7) 



Variant 


Nucleotides 


Amino Acids 


Position 


Initial 


Modified 


Position 


Initial 


Modified 


13377687 


134 


G 


A 


19 


Ala 


Thr 


13377688 


287 


C 


T 


i 70 


Arg 


Cys 


13377684 


566 


G 


T 


163 


Val 


Leu 


13377689 


651 


A 


G 


191 


Asp 


Gly 


13380050 


699 


A 


T 


207 


Glu 


Val 


13380051 


741 


T 


C 


221 


Val 


Ala 


13377683 


747 


A 


G 


223 


Glu 


Gly 


13377690 


894 


A 


G 


272 


Gin 


Arg 


13377682 


1253 


T 


C 


392 


Phe 


Leu 


13380092 


1307 


A 


G 


410 


lie 


Val 


13380073 


1441 


A 


G 


454 


Thr 


Thr 


13380072 


1519 


C 


T 


480 


lie 


He 


13380093 


1529 


A 


G | 484 


Asn 


Asp 
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13380094 


1550 


c 


T 


491 


Gfai 

\JIXX 


STOP 


13380095 


1603 


T 


c 


508 


Ala 


Ala 

Ala 


13380052 


1645 


G 


T 


522 


Leu 


Leu 


13377691 


1683 


T 


c 


535 


Phe 


Ser 


13380053 


1783 


T 


c 


568 


lie 


He 

JUG 


13377686 


1802 


G 


A 


575 


Ala 


Thr 


13380055 


1813 


C 


T 


578 


Gly 


Gly 


13377685 


1832 


A 


G 


585 


Thr 


Ala 


13380056 


1862 


A 


G 


595 


Ser 


Gly 



Table Bll. Variant Sequences 



Table Bl 1 Al. Nucleotide sequence of variant 13377687 NOV2aln (underlined). G/A 
(SEQIDNQ:111) 



1 CGCAeGftQGGCCTGTCGCOGCGGGftGCAGCC^ 
81 TCGAGAGCIIACCftOtfWBCCira^ 
.161 CftGGCCACCACl>3COGOGGGCT 

401 (&CGGGCACCCGGrTCCCGAAAm 
561 GCTCTGTATGGGAGCCCftTGGCXrr^ 
721 CftT <XTGGA IOGaCACft^^ 

801 AGACCTTCAAGGGCCGAGGQATOVCGGGGGTAGAAGATA^ 

881 GAGCAGATCATCCAGGAGATCTACAGCCA^ 

961 CTCW3TGGACIAl J I^TJiiACATCO 
1041 ACGG(X!jV3GCACTQGCCA^ 
H21 TOSGAGATCTTCAAAAAG^ 
1201 GGGCTCTGCCACCCGC^ 
1281 GCATGGCCGCOVrCrcaSA^^ 

1441 AGAGAi^ 

1601 ^^^^^^^^^^ ^^^^ ^^^^^^^^^^^^^^^^^^^^^^^ 

1761 ACCftTTATTAJtSATUXjTGGCRTTGQTGflGGCT 
1841 GCAGTTAA(XGGGT?^^ 
1921 AGCTGTGAGGGGCCTCATC^^ 
2001 QAAAGGTGCTtaAAGftTCT^ 



Table Bl 1 A2. Protein sequence of variant NOV2alp (underlined), (SEQ ID NO:l 12 ) 

81 ILYAVW7^BAGFIARRBLIJgiROSSDIJ>GHPVP 
161 GSVHBR ITO 

241 KTPKGI^ITGVEDKKSVfEGKPl^KNMAEQIIQBrYSQIQSKKia 

321 YGQAIAKI/JHASDRIIALDGDTKNSTPSBIPKKB^ 

401 lOPUaSBSyiHUXSHa^IQKDGPSQMftliEDLAM 

481 YHNNBDFQVGQAJCyVIJ CSiqJD qVTVI 

S61 DHYYBGGIGBAVSSAvvukpGITVTHIAVI^^ 



Table Bl 1A3. Alteration effect 



AlatoThr 



Table B11B1. Nucleotide sequence of variant 13377688 NOV2a2n (underlined). C/T 
(SEQIDNO:113) 

* QSCAOGaGGGCCTGTC( ^CGCG GGft^^ 
81 TGGAGACCTACCACAAGCCTGACC^ 

161 CAGGCGAjEXTACTGCGGCGGGCTCreGO^^ * ■■■ « » 

241 ^^MGQTO^^GTCC^^^C^gC^a^CO^^^^I 
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321 TCXrFCTAOGCQGTCTCGGCXT3AA^ 
401 GACGGGCACCCGGTOXXAAACAAGCTTTCACCGAOT 
481 GATCGCCTACACOGGCAAATACTTCGACAAGG^ 
561 GCTC^ICTATGGGAGGCCArGGtXOTCGCCAGCA^ 
641 



721 OTOggGGaroGgKaCAGCBTGGftQ^^ 
801 AGACCTTQ^AGGGCCGAGGGATC 
881 GAGCAGAOXMCCAGGAGATCTAOVGC^^ 
561 CTCaCTT5GAC3miKX3ACATCC3GCATGCra 
1041 ACGGGCAGGCACTGGCCAAGCTGGGOC»TGCCAGTG^ 
1121 TOXSAGATCTTCAAAAAGGAGCACCCGGACCGC^ 
1201 



1281 GCATGCCCGCCATCTOXSAGAGCAA Ca^ 
1361 CAGATGCCCCTAGftAGATCTGGCTAUiri^ 
1441 AGftGAAGGCAGTGGAACT 

1601 GCTGGGGIGftCCCTGCftOB^GGCCTTGGCCXX 
1681 CTTCACCATCAAGCCCCTGGACAGAAAACTCB^ 
1761 ACCATTATTA1GAAGGTGGCATTGGTGAGGCTGTC 
1841 GCAGlTAACCGGGTftCCAAGAAGllXSGAA^ 
1921 AGCTGTGAGGGGCCTCATCACCAAGGCCIAGGC^^ 
2001 GAAAGQTGCTCftAAQATOTACTGAGAGGAGGGCT 



Table Bl 1B2, Protein sequence of variant NOV2a2p (underlined). (SEQ ID NO:l 14) 

1 MBSYHKPDQQKI^AIiKDTANRLRISS I 

161 GSVWBAMAFAS IYKLBHLVAI U3IMRIX5QSDPAPIjQHQ^DIYQKRCRAPGWHAI XVIXSHSVBBIjCKAPGQAKHQPTAI IA 

241 KTFKGlM3ITGVKDKBSra<OTl^KW1ABQIIQBra 

321 YGQALAKI/mASDRIIALDGDTKNSTFS^ 

401 RMAAISBSNINLOGSHCGVSIGBDGPSQMALEDIAMPRSVW 

481 YNNNEDFQVGQAKVVIiKSKDDQVTVIG^ 

561 ^STJtB^^&^^^^^^^GTT^T^^^J^ ^t^^^ ^^^^^^^^^^^^^^^^^TKIi 



Table Bl 1B3. Alteration effect 



ArgtoCys 



Table Bl 1C1. Nucleotide sequence of variant 13377684 NOV2a3n (underlined). G/T 
(SEQIDNO:115) 



1 GGCACGAGGGCXTTCTCGCCGCGGGAG^ 

161 CAGGCCMCCACIGCGGCGGGCT^^ 
241 CACCATGCGCTACAAGTCCCSVGG^ 

321 - " 



401 QftOGQGCftCCC GGTC CCgftaAO^^ 

481 GATGGCCTAOVCaWOJ^ 

561 GCTCITTATGQGAGGCCATGGC^^ 

721 CATCXritaGftTQGACftCftGCGTCG^^ 
801 AGACCTTC3U^GGGa33M5QGATCAOG^ 
881 GAGCAGMCft^ 

961 CTCAGTGGACATTGCX^AACATCCGCA^ 
1041 ACGGGCWBGCACTGGCCAAGCTGGGCCATGCO 
1121 TCGGAGATCTTCAAAAAGGAGCACCCGGAC^ 
1201 GGGCTGTGCCACCCGCAAOtfSGRa^ T l^^ 
1281 GCATGGCCGCCATCTCCGAGAGCAACATCAACCTCT^ 
1361 a^SflJGGCXX^aGAftgftTCrGGCTft^ 
1441 AGAGAAGGCAGTGGAACTAGCCXKXSATAC^^ 
1521 ATAACAACAATCAGGACITCCAGGTOG 
1601 GCTGGGGTGACCCT6CACX3AGGCXJ^^ 

1761 ACCATTATTATGSUVGGTCSGCftirrG 
1841 GCAGTTAACCGGGKVCCAAGAAGTGGGAAG^ 
1521 AGurtj'ATaflGGGOCCTCATC&CQ^^ 
2001 GAAAGGTGCTChAAGATQTaCTGAGAGGAGGGGTA^ 



TableBllC2. Protein sequence of variant NOV2a3p (underlined). (SEQ ID NO: 116) 

1 MBSVHKPDQQKLQAI^DTAinU^ 
81 XMZAVHftEAGFI*BftBEI«I«^^ 
161 GSliHEAMAFASrOTJ^VAIICINRLGQSDPTLPI^ 
241 KTFKGTOITGVEDKBSWHGKPLPKNMAEQIIQKIYSQIQSKKKILATPP 

321 YGQAIAKT/^HASDT? T T ATiDUl)TJtNgJF3ijJFKKKHPDRFIBCYIAEQNMVS IAVGCAJRMRTVPPCSTFAAFPTRAPDQI 
401 KMAAlSBSHniU3GSHCGV5IGBDGPSQHAIiBDLAMFRSV^ 
481 raNNEDFCfVGQAHVVIiKSKIXDQ^ 

561 ^KJCl^^IGS^J^^^T^KBGJnV^niMJ^^^^^^^^^^^Q^^^^^^^^^^t^^ 
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Table Bl 1C3. Alteration effect 
ValtoLeu 



PCT/US2003/024504 



Table Bl 1D1. Nucleotide sequence of variant 13377689 NOV2a4n (underlined) A/G 
(SEQIDNO:117) 



161 CAGGCCACCACTGCGGCGGGCTCTOGCC^ 
241 CACCATGCSCTRCAAGTCCCACGtACCCCOGt^^ 
321 TCCTCT3U3XSCTCri^^ 
401 G?VOGGGCZttXX3GGltXXX5AAACAAG 
481 GATGGCCTACACCGGCAAATACrrTOGACAAGGCCAGCr^ 
561 gCTCTGTATGGGAGGCCATGGCCTTO 
641 ""*"' 



721 CftTCGTGGAIt^CACAGO^^ 

B01 AGACCTTCaAGGGCOMGGATCACXSGGGGTA^^ 

881 GAGCAGMX^TCCAGGAGATCTACAGCCAGATC^ 

551 CTCACnX3GACATTGCCAACAT^^ 
1041 ACGG<X3K3GCAClX3GCCAAGe^ 
1121 TCBGA6ftTCTTCAAAAAGGa(X3WOOCG^ 

1281 GCAXGra^ 

«1361 C»GATO(XXXnaGAM»TC3^^ 
1441 AGASAAGGCAGT»3&A^^ 
1521 AlIAACAACftATGAGG&CrTCX^ 
1601 eXlT3^~i<3ACCCTGCACGft^^ 
1681 ei-x\3*CCAIK3UySCCCCI^ ^ 
1761 ACCAiiv^iViiraAAGGT^ 
1841 GX3H3T^ 

1521 AGCTGFTCAGGGGCXTTCAT^ 
2001 GAAAGGTGCTOlAAGATglTlCTG^ 



Table Bl 1D2. Protein sequence of variant NOV2a4p (underlin ed), (SEQ ID NO: 11 8) 



1 MBSYHKPDQQ^I<)AIiKIXraHMJa^ 
81 IIiYAVHABftGFIJUaaKIJittRKISSDITCHPVPK^^ 

241 KTPKGRG:nX3VKDKESWHGKPI»PKOT^^ 

321 Y«JALRKI£HaSDRlIAUXanTOSTPSBIFiaCEH^ 

401 RMAAISBSHIM^GSHCGVSICTTCPSQMALBDLAMPRSVPTSTV^ 

481 YMJMBDFQVGOWOWLKSKDDQVTV^ 

S61 DHYYBGGIGHAVSSAVyQBTOITVTBIAVNRVPRSGKPA 



Table Bl 1D3. Alteration effect 



Asp to Gly 



Table Bl 1E1. Nucleotide sequence of variant 13380050 NOV2a5n (underlined) A/T 
(SEQIDNO:119) 



161 ^^^^^^^^^5?^™"^^ 

241 CftCCftTGOGCTACAaGTCCCI^^ 

321 TCCICTAOGOOQTCT 

401 QAOSGGCACCCUntXXX^AACAiVGC^^ 

481 GKTG^^MICCGGC^^ 

561 CX^C^x^^i wiftGGC Cfta^^ 
. 641 GGCCAGRGTGACCOSGCC COGCI^ ^ 

721 O m^irafr rtkACAC^^ 

801 AGAuwj^tftf3iiGCOGftB QGATC ACGG^ 

681 GAGCRGATCATCCAGGAGATCTAC^^ 

961 CTOiGTGGACATTGCCAACRTCCGCATGCCC^ 
1041 ACXa3GCftGGCfrCrQGCCAAGCrGGG^ 
H21 TCGGAGATCTTO^AAAAGGAGCACCOGGAC^ 
1201 QGGC TOrGCCnc CCGCRACaGGACGGT^^^^ 
1281 GCATCGCCGCCATCTCCGa^ 
1361 CftCAlt^XX.CTtf3AAQAat^^ 
1441 AGAOAAGGCAGIGGJttCE^^ 

1601 oS^Uitf^^ 
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Table Bl 1E2. Protein sequence of variant NOV2a5p (underlined). (SEQ ID NO:120)~ 

1 MBgYHKPIXX2KIXy^ IiKDr1 ^^^^ 1 QATTAAQSGHPTSCCSAABIMAVI>yr tri fIRYKSQDPRNPHNDRFVLSIgffiAAP 

„ j,—- - -n m » \ii otfY r> oi>t TV iu uu m r/\fr PTT W lkty i fiT IJDfSt IZh. ft I t jflA'V'l ffi K V Irt > K AjTVPTTVTT .T/31 VSgl 



1681 CTTC&CXATCAJVGCCCCTGGACR*^^ 
17 gl j^xaTTftTTAICAAGGTGGOOTXSGTGftB^ 
1841 GCB0TTRAC0GGGTACCAAGAAi31GGGAA6CX3^ 
1921 AOTOTSMSGGGCCTCATCAOra 
2001 GRftftGgrG C TCftJ^GATGTAXrrGM3A^ 



1 MBSYHKPljQQKLQAIilU7iaM«U«KXOO X XfUtt*£**Il*".l OV.Wftrti>xnn Twiuiimi A^r^jc «u* roiu/RT v xumwv^t 

81 iLYAVTCAKAGFIAEAEIjIJfliRK^ 
161 GSVWEAMAFASrmi3NI>VAIl^^ 
241 KTPKGTOITCVEDKBSHHGKPIiPKHMA^ 
321 YGQALAKUSHASDRIMJJGOTTCHSTPSBIPKKBHro 
401 RMWVISBSNINLCGSHCGMSIGHBGPSQMALOT 
481 YffiDlTmrQVCGrtiFrVh^ 

561 flHYYBOGIGBAVBSAVVGBKSITVTH^ 



Table Bl 1E3 . Alteration effect 
GlutoVal 



Table B11F1. Nucleotide sequence of variant 13380051 NOV2a6n (underlined). T/C 

(SEQIDN0:121) 
i 

81 TGGWaftGCTACCACAAGCCTGA^ 

241 CACCATOCGCBVCAAGTCCCAa^^ 

321 TCCTCTACGCGGTCTGGGCreAAECTGGTTT^^ 

401 - GZCXXGCACCeGGKCC^^ 

561 GCTCTGTATGGGAGGCCATGGCCTTCGCX3U3CATCT^ 

641 GGCCMSAGTGACCOGGCCCCGC^ 

721 CATOGrFGGATGGJH^CAG^^ 

801 AGM3CTTCAAGGGCCX331GGG&^ 

881 GAGCRGATCATCCAGGAQATCTACAQCCAGAT^ 

961 CTCAGTGGftCATTGCCAAJCATCCGCA^ 
1041 ACGGGCAGGC3MrroGCCAAGCTCGGOT 
1121 TCGGAGATCTTCAAAAAGG»^^ 
1201 GGGCTGTGCCACCXXKIAACAGGACGGTGCCCTTCTC 

1361 CftGAlXAKX CTft GftAQM^^ 
1441 AGW3WK5GC3tfnX3GJttCl^^ 
1521 MAACAACAATCftGGftClT^^ 

1681 CTTCACCATCAAGCXXXrrcGACAG7iAA^ 

1761 ACCATTATTATGAAGGTCXXIATTGCT 

1841 GCAGTIT^ACCGGGTACCAAGAAGTGGGAAGCOVGCT 

1921 ASCTGTGAGCXSGCCTCATCMX!^ 

2001 GMUtQGTGCICraaGiqCT 



Table Bl 1F2. Protein sequence of variant NOV2a6p (underlined). (SEQ ID NO:122) 



i 

81 lXmVHAKAGFIABAKLI/nJUaSSDLD^ 

161 t&niBNBmsrnJxmNXXXi^^ 

241 KSYKCRGIIWEDKKSWBGKPLP^ 

321 YGQALAKI/5iASDRl IALDGl/lTUji? I'Ffa'KXFKKBHPURyi KC y .LABQNMVS IAVOCATRHRTVPFC5TP7APFTRAFDQI 
401 RMMkISBSNZHIX3GSBC5VSXGBDGPSQHAI>BDZAMFRSVE^ 
481 YHNNEDFQVGQAKVVLKSKDDCOT 

561 IfflYYEGGlGBAVSSAVVGBPGITVTHIiAVHRVPRSGKPAKI>LKMro 



Table B11F3. Alteration effect 
Valto Ala 



Table Bl 1GL Nucleotide sequence of variant 13377683 NOV2a7n (underlined). 
(SEQIDNO:123) 



A/G 



Xggcacgagggcot 
81 tggagagceaccacaagcctga^^ 

161 CM3C»X3*COUJltXXXX^^ 

241 CACCATGC£CTAC3U*GTCCCAGGA^ 

321 TCCTCTACGCGGTCTGGGCTOAAGCTGGT^^ 

401 GMXXSGCftCCU^ltXXX tft ARXaAGCT^^ 



161 



WO 2004/013347 



PCT/US2003/024504 



641 w^i-Ai^-i-^ftw-w^ 

721 CAT ^JGGA IGGACACAGC^^ 

801 AGflOCTTCRAGGGC0GftGG GATC 3V0GGQC^ 

881 &&CZGKttTCCAGGl^^ 

961 CTOU?ItX3ACATTGCCAACATCC^ 
1041 ACGGGCAGGCAC1X3GCX3UU5CTCGGC^^ 
1121 TCOGftGKICTra^ 
1201 GGGCTreTaCCACCOSCAA^ 
1281 GCftTOGCa3X!ATCIOre^ 
1361 CAi^TCGCCCTAGAAQATCT^ 
1441 AGAGAAGGCftSTGGAA CTAGCa XXaAJACAA^ 
1521 AliaACRACAATGAGGACTTCCAG^ 
1601 <XJGGGGTQACCC rreCfrCGA 

1681 <nroiccATcaAGcxxxrxxju^ 

1761 AC CRTTA TTATGAAGGTGGCJ^C TGGT GAGGCrGTQT^ 
1841 ^^^^^^ 

2001 GRAAGGTGCTCRAAfiATXnTU^reAGAGGA^ 



Table Bl 1G2. Protein sequence of variant NOV2a7p (underlined). (SEQ ID NO:124) 



81 IL ^ VWAKA GFLABAELIiNI£KIS^ 
161 GSVWEAMAFASITKLBNIA^ 
241 KTKaaiGITCVSDKBSHBrSKPIJKNMAEQ 

321 YGQALAKLGHASDRI IALDQ3TKHSTPSKIFKKKHI1)RF1BCYTABQ^JMVS IAVGCATFNRTVPFCSTFAAFPTRAFI)QI 

401 RHAAISESNINLCGSHCXWSIGEDGPSQHAL^ 

481 TOHN^PQfVGQAKVVl^SKDDQ^ 

561 DHYYBQGIGBAVSSAVVGBrGITVTHIAVH^ 



Table Bl 1G3. Alteration eflFect 
GlutoGly 



Table Bl 1H1 . Nucleotide sequence of variant 13377690 NOV2a8n (underlined) A/G 
(SEQIDNO:125) 



1 Q^CAOGAGGGCCTCjTCGCCGCGGGftGCaGCCQCT 
81 TO£ 3AGAOCTRCX3lCAA(3CC^^ 

241 CACCATGCGOT^CAAGTCCXa^^ 

401 GACEGGCACC^^ 

481 GAT^CCTACACCGGCAAATACTTCGA^^ 
561 GCKnCTATGGGA06CCft!K3GCCTTa3C^ 

721 CATCGTGGATGGAGVCAGCOTGGAGGAGCTGTGCAAGG 

801 ^GACCTTCAAGGGCCGAGGGATCACGGGGGTAG^^ 

881 GAGC3^TCATCX«3G3VGATCEACAGra 

961 CTCAGTGGAOITTGCCAACATCCGC^^ 
1041 ACGQGCRGGCTlCTGGCCAAGCTGGGCCAJ^^ 
1121 TCGGAGATCTTCAAAAAGGAGCACCCGGACCCXTTTCM^ 
1201 GGGCTGTGCCACeCW^ 
1281 GCATGGCCGCCATCTaXSA^ 
1361 CftGATGGCCXn7\GAAGATCTGGCfATt>"^ 

1521 AIAACAACAATGAGGACTTCCAGGTCGGACAAGC^^ 

1601 GgrGGGGTGACOTG^ 

1681 CTTCACCATCAAGCCCCTGGACAGAAA^ 

1761 ACCATTATTMGAAGGTGGCATTG^ 

1843 > GCACTTAACOft^ia^^ 

1921 AGCTOTGU^SGGGCCTCaTCACCAAG^ 

2 00* GAflAGGTCCICAAAGATGTACJtJAGAGGA^ 

Table Bl 1H2. Protein sequence of variant NOV2a8p (underlin ed). (SEQ ID NO* 



126) 



1 MBg^PDQQKMiAlJTO^ 
81 ^^V^^^^AKAEIJUJLRKI 
I* 1 GSVWEAMAFASrsnOJ^VAIIJ>IHIUiGQSDPAPLQHQ^ 
241 KTPKGJ^ITOVBDKBSWHGIO^PKNMAEQIIREIYSQ^ 
321 YGQAkAKXGHASDRIIALD^ 
401 HMAAISBSHIffl<X3SHCGVSIGEDGPSQHAIfi^ 
481 ^HHNKDPQVGOAKyVUCSKDDaVTVIGA^ 
561 DHYYBGGIGBAVSSAVVQBPQlTVTHIAraRVPRSGKPA 

Table Bl 1H3. Alteration efibd: ~ 
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Gin to Arg 



Table Bl 111. Nucleotide sequence of variant 13377682 NOV2a9n (underlined). T/C 
(SEQIDNO:127) _ 

161 CAGGCOUraCTGCGGULX^ 

241 CACCATGCGCTACAAGTCCCAGGACCCC^^ 

321 TCCTCTAOGCt^rCTGGGCTg^ 

4Q1 GACGO3C?^X^aCC0G7UVACA1VCXW 

561 QCTCTGTATGGGftGGCCATGGOCT^^ 
641 GG CC ftGACTtSACCC^ 

8 °1 -M^^T^i^iAGGGiXJGAG^ 
88 1 GftGQ^JCftTC^ 

9 .6l CTCAGTGGACATTGCX3tftf3VICC6CA3GCt^ 
1041 ACTOGCAGGCACTOGCCAWXrrcGGCX!^^ 
H21 TCGGAgATCTTCaAA^ 
"0.1 GGGCTGTGCCACCOX3ACW3GAOGQTGCC^^ 
1281 GCATC3aXXXX3VTCTCCGg^ 

1441 ACAGAAGCX3tfnt5GaA CTR^ ^ 
1S21 ATAACAACAATGAGGACTTCX»QCy^^ 
1601 GCTCGGGTGACCCTGCACffiiGGCCTT^^ 
1601 CTTCftCCftTCAAGCCCCTQG^^ 
1761 ACCM-JAri^at3AAGGT(^^ 
1041 gC!AOrrAACCGG GTACQ tf^BAftGTGG 
1M1 AGCTGTCAGGGGCCTCATCAOQVA^ 
2 °01 gRAAGGTCXnXaRAGATgrACTGR^ 



Table Bl 112. Protein sequence of variant NOV2a9p (underlined). (SEQ ID NO:128) 

1 MBSYHKPDQQKLQALKim^RLRI3SI9A^ 



81 nVAVWABNOTABARW^LRXIS 
161 GSVWBA MM^IYKLD^^ IVIX3HSVKBLCKAFG0AKHQPTAIIA 
241 KTPKGRGITGVBDKBSimGKPIiPKHIIABQIIQBIYSQIQSiaa^ 

401 RMTtf^SBSHINLCGSHCGVSIGKroPS^ 

481 raHMBPPQPGQAKVVIJCSKDDq^ 

561 DHYYBGGIGBftVSSAVVGBPGITVTHLAVHRVWtSG^ 

Table B11B. Alteration effect ! 



PhetoLeu 



Table Bl 1 Jl. Nucleotide sequence of variant 13380092 NOV2al0n (underlined) AJG 
(SEQIDNO:129) 

1 GGOU^ftGGGCCTGTCGCCOOGGGAGC^^ 

01 TGGAGAGCTACC ^^ 

241 CRCCM^ 

321 TCCTCJCAOSOGGTCTQGGCPB^ ^ 
401 GACGGGCaccc GGTTO^ 
481 GATCGCCp^ 

561 CCTCTGTATGGGaGGCCATGGCCTTCG^ 

641 GGCCAGMSnGMXXGGGCCC^ 

72 1 ^TOGTGG^^ 

801 AQA*Ji^A~x\a*AGflGC0QAGCX3K^^ 

881 GAGCAGATCATCCAGCStfSATCT^ 

961 CTCAGTGGACMTCCCAACftTCCGC^^ 
1°41 ACGGGCaGGCftCTCGCCaAGCTGGG 
1121 TCGGAGJJOT 
1201 GGGCTGTK^^ 

1281 GC3OT36COBCCATCTCCQMttraAC^ 

1361 CR GAi\j<XXX^GAAGAItnt^Cl!A!f^ 

1441 AGJ^GAAGGOMBTQQVACTAGC^^ 

1S21 AXAACAACAATGAGGACrTCCAGCT^^ 

1601 GCIGGGGTGAOCgTGCROGAGGOCTTGGCCXSCTGCOQ 

1681 CTTCACCATC ^ 
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1761 ACearrailTATGftAGG^^ 

1841 GCAGTXftACCGGCrrAGCAAGAAQl^ 

1921 AGCTGTC3i G GGGCCTCRTCACX3U>GGCCTa^ 

2001 GAAAGGTQCTCAAAQATGT7\CT(3Vg^GGAGGGGTAA^ 



Table Bl 1 12. Protein sequence of variant NOV2al Op (underfilled). (SEQ ID NQ:130) 



1 MBSYHKPDQQKLQALKDTftN^ 
81 ILraVWftBAGFLABAKLMnJUgSSIira 
161 GSVWKAMAFAS IYKU3NLVAI I^IHRLGQSDPAPLQHQMDI YQKRCRAPGNHAI IVIX2HSVKHI/IKAFGQAKHQPTAIIA 
241 KTFKGI^ITGVBDKBSraGKPIiPKNMAEQIIQBrySQIQSKira 
321 YGQAIAKIiGHASDRIIAUXaTnOTSTPSEIFKKB^ 
401 RKWttSBSHVHLCGSHCGVSIGBDGPSQ)^^ 
481 YNHNHDFQVGQMCVVLKSKDD^ 

561 xmTiBcsox^^^^y^^^^^io^^^vB^x^^a^^^^^^^c^^^^ 



Table Bl 1 J3. Alteration effect 
DetoVal 



TableBllKl. Nucleotide sequence of variant 13380073 NOV2alln (underlined). A/G 
(SEQIDNO:131) 



1 GGCACGAGGGCCTGT03Caa33G^ 
81 TGGAGAGCT7VCCACAAGCCTGACCftGCRGA^ 
161 C?U3GCC3VCCACTGCGGCGGGCTCTGGCCAC^ 
241 
321 

401 GMXXZGCACCCGGTCC&Zhl^^ 
•481 Qft!!IGGCCIACBCOSGOUUCT 
561 GCTCTCTTATGGGAGGCCATGGCCTTCGCCA^ 
641 

721 CATCCHXSGATGGACACAGCXTITSGAGG^ 

801 AGACCTTCAAGGGCCGAGGGATCACGGGGGTAGAA£^^ 

881 GAGCAGATC^TCOUSGAGATCT^^ 

961 CTCAGTGGAC^TTGCCAACATC^^ 
1041 JlCtXSGCftGGCACTGGCGVAGC^ 
1121 TCGGAGATCTTCAAAAAGGAGC^ 

1361 OU^TGGCCCTAGAAGATCTGGCTA 

1441 GGftGMM!X3CAGTGGAACTftGCC(^^ 

1521 ATAACAACAATGAGGACTTCCAOT 

1601 GCTGGGGTQACCCTSCRCGAGGCCTTQGCCGCTGCOC^^ 

1681 CTTCftCCrat3tfM3CCCXn^ 

1761 ACCATTATTATGAAGGTIXSGCATTGGTGAG^ 

1841 GCAGTTAACCGGGTACO^AGAR^^ 

1921 AGCTGTGW3GGG<XTCMXIAC^ 

2001 GAMU30TOCTC»MWB»3X^^ 



Table BUK2. Protein sequence of variant NOV2allp (underlined). (SEQ ID NO:132) 



1 MESYHICPDQQXIjQAIiKITBiHRI^S 
81 TTiYAWfl™ r ^ A ^^- T - OT - p ^^ <CTJ * ana ^^ 
161 GSVWKAMAF7kSryKLDHLYAILDIHRIiGQSDPAPIiQHQW 
241 KTFKGRGITGVBDKESWffiaCPTiPKH^ 
321 YGQKLKKLCSBiSDKIl&lDGRtt 

401 RMAAISKSSIHLCGSHCXJVSIGErX^SQMMjKDIAMP^ I 
481 YHSMBDFQVGQAKVVLlCgKDDqgTTC 

561 DHYYEGGIGraVSSAVVGBPQITVTHIATO 



Table Bl 1K3. Alteration effect 
No change. 



Table Bl ILL Nucleotide sequence of variant 13380072 NOV2al2n (underlined). C/T 
(SEQIDNO:133) 

1 GGCaCGAGGGCCTGTCGCCGCGGQAGCAGCC 
81 TCGAGAGCTACCACAAGCCTt^^ 

401 GRCGGGO U AXX^KXOSAftACftAGCTT^^ 

481 GRTGGCCIftCRCCGGCARATRCTTCGACAAGGCCRSC^ 
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561 
641 I 

721 CATCGTGGAT 



mnX5GCCATrCTA£2ACATCAATCGCCTG 
ATCATTGCCA 



801 j\GACCTTCM*GGGCCGbGGGKK 
881 GAGCAGATC^TCCRGGAGATCTACAGCCRg^ 
961 CTCAGTGGACATTGCCAACATCCG^^ 
1041 ACBGGCftGGCACTGGCCAAGC^^ 
1121 TCGGJ^G&TCTTGAAAAAGSU^ 
1201 GGGlTCIOCCMXXXX5UM5tt5^^ 
1281 GCATGGCCGCCATCTCOQftStf^^ 
1361 cas^TGGccXTOGRAGATCJX^ m 
1441 TtfgaGAAGGCftGTGQAACTMKXgCCAftTft 
1521 fttrftftcftftCAATCftGGACTO^ 
1601 GCTCGGGTGRCCCTGCAOGAGGC CnWCO C ^ ^ 
1681 CTTCACCATCAAGCCCClX^CZtf3^^ 
1761 ACCAri W ri'AT GA AGgreG^ 
1841 GCAGTTAACOSGGTACXMGAAGT^^ 
1921 AGCTGTGAGGGG<XTCATCACCAAGGC^ 
2001 GAAAGGTGCKZA&AGATGTACTQ^^ 



Table Bl 1L2. Protean sequence of variant NOV2al2p (underlined). (SEQ ID NO:134) 

1 MBSYHKPDQQKLQAIiKIXIMJRIJaSSI 
81 iLYAVKARAGFLABAgLUTLRKISSDIJX^^ 
161 GSVWEAMRFRSIYKIJaJLVAIIJIHRLGQSDPAPIjQ 

241 KTFKSRGITQVBDKBSWHGKPLPKNMftBQI IQBrYBQXQSKKKHATPPQBDAPSVDIAHISMPSLPSlc k.v i*uKIA TOKA - 
321 YGQMJ^QiGHASPRIIAIJXSD^^ 

401 RMAAI SBSNIMlX^SHCXJVSICaDGPSQMTVICTIAMFHKVKl'gi'Vy t¥SDG^iai^yB^MmKGl<^lS^^&lhlX 
481 YNNNEDFQVGQAKWIiKSKDDGV^ 

561 DHYYBGGIGBAVSSAVVCSPGITVTOIAVMRVPRfi^^ 



Table B11L3. Alteration effect 



No change. 



Table Bl 1M1. Nucleotide sequence of variant 13380093 NOV2al3n (underlined). A/G 
(SEQ ID NO: 135) 

1 GGCACGAGGGCCTG" 
81 TCXSAGAGCTACCACAftGCXTT^ 
161 CaGGCCACX^"llXXfl 3 CGC^ ^ 
241 CACCATGCGCTACAAGTCCCAGGACCC^^ 

401. GAQGGGCACCOGCTCCCG^ 

561 GCTCTGTATGGGA^ 

641 GGCCftGAGTGACCCGGOXrGCKX^GO^ 

721 CftTCGTCOnTGGACACaGC3QTGGAGGACCTGTGC7^ 

801 AGACCTTOJUX»XXX3«3GGftTCAO^ 

881 GAOCAGATCATCX3WGGAQATCTACAGC(^^ 

961 CTCAGTGGACATTGCCAACATCttX^ 
1041 W3GGGCAGGCACIGGCCAAGCTG^ 
1121 TCGGAGATCTTCAAAAAGGAGCACI^^ 
1201 GGGCTgrGCCACCCGCftACftGGA^ 
1281 GOTOGCCGCC A TCTCaaM^^ 
1361 O^GAlt ^ tXTfAGAAGATCT^ 
1441 AGAGAAGGCRGTCaSAACTOGCC^^ 
1521 ATAACAAaMGAGGACTTCCAG^^ 
1601 GCTGGGGTCACOCTGCAOG3VGGCCTTGGCCX3C^ 
1681 CTTC»CC»TCAWXXCCTGG 
1761 A CCA lTI A TT&TGftAQGTGGCAU^^ 
1841 GCAGTTAACCt^'rACCRftGA^ 

2001' Gfr&AGGTGCTCAAAGATGTACTGA^ 



Table Bl 1M2. Protein sequence of variant NOV2al3p (underlined). (SEQ ID NO:136) 



1 MESYHKPDQQKLQM»KIZraNRlM 
161 GSV?ffiaMAFASIYKIiIBII.VAILDIHRLGQSD 

241 KTPKI3lGITCVKDKBSWHGKPIiPKlWAKQIIQBTYSQIQSKKKII^ 
321 YGQAIAKI/3HA£DRIIAI1)GDTO 

401 RMAAI SBSHINIiOGSHOGVSIGKIX3PSQMAI^I*AMFRi>'V iTl^TlVFYPSIXWATKKA VKLAANTKQI CFIRTSRPBNAI I 
481 YWroKDFQVGQAKVVIJCSKDDQfVTVIGAG^ 

561 DHYYBGGIGKAVSSAV VtiKHJlTVTHLAVNK V PH^^^AKLLKMFGIDRDAIAQAVRGLITKA 



Table Bl 1M3. Alteration effect 
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Asnto Asp 



Table B11N1. Nucleotide sequence of variant 1 3380094 NOV2al4n (underlined). C/T 
(SEQIDNO:137) 



1 GGCACXSAGGGCCTGTCGCOGCGGGAGGUXXXXTArc 
81 TGG&GAGCTACCACAAGCCTGACCAGC^ 

241 CAC^TGCGCTftCAftGTCXXaGCM 

321 TCCTCITVCGCGGTCTGGGCTGAAGCTGGTTTCCTGGCC^ 

481 GATGGCCTACACOGGC3VAATACTK3GAC^ 
561 GC T CTQTATGGGAGGCC A TG GC XTI'ltX S^ 

721 CATCGTGQATGGACACAGCXJTGGftGGAGClCT 
801 AGACCTTOU^GGGCCGAGGGATCACXSGGGGT^ 
881 

961 gTCRGTGGACAl'IXjCXIAACATCCGCATGCC^ 
1041 AjOGGQCAGGCRCTOOCCMUJCTOGGCCftTQCCROTg^ 
1121 TCGG?\GATCTTCAAAAAGC3VGC3VCC^ 

1201 GGGCTGTGCCACCOQCAACRfiGftCGGTGCCCTTCTGCftGC3^ 

1361 CAGATCXXrCCTAGAAGATCTCGCTM 

1521 ATAA£!AACAATGAGGMrnXXAGGTCGGA 

1601 GCTGGGGTGACCXTTGCACX^ 

1681 CTTCACCATCAAGCCCCTGGAja\G3VAA^ 

1841 GCAGTTAACCGGGTACCAASVACn^GGA 
1921 AGCTGTGAGGGCKXTCATCACC^ 

2001 GAAAGQTGCTCAAAGATGTACTGAGAGGAGGGGTAAATA 



Table Bl 1N2. Protein sequence of variant NOV2al4p (underlined). (SEQ ID NO:138) 



1 MBSYHKPDQQKLQALKDTANRIJaSSIOATTAA^ 
81 ILYAVWASAGFIABABLIJnJtKISSDIiIXg^ Fl)KASYRVYCTiTffl)OKIt.SB 
161 G3WKAMAFAS I YKLDNIiVAI LD INRIiGQSDP APLQHCP4DIYQKRCKAFGV?HAI TVDGHSVBEIjCKAFGQAKHQPTAI IA 
241 KTKKGRG ITGVKDKBSWHGKPItFKNMABQ I IQBIYSQI QSKKKIIATPPQKDAP5VD IANIRMPSI«PSYKVGDKIATRKA 
321 YGQAIAKLCH7^SDRI IAIJ5a>TKNSTPSRI B1CKEHPDRFI ECYIAEQNMVS IAVGCATRNKTVPFCSTPAAFFTRAFDQI 
401 RMAAISBSNINLCXSCTOGVSIGBTCPSQMAIjEDIAMFRSV ETSTVFirPSDGVATBXAVBLAftNTKGXCFIRTSRPRNAIZ 

481 Tnra»BDPCftfO*MonnjcsiaiD0fVTViQiu^ 

561 DHYYBGGIGBAVSSAVVCTPGITVTHIAVNKVPIU^ 



Table Bl 1N3. Alteration effect 
Gin to STOP 



Table BllOl. Nucleotide sequence of variant 13380095 NOV2al5n (underlined). T/C 
(SEQK)NO:139) 



1 GGC3^CGAGGGCCTGTOXX33CGGGAGCAGCC^ 

161 C3^GGCCftCCACI GC GGOGBGCICIGGCC^ 
241 Q^ccAjGoscTACftflCnXXXaGG^ 

401 GACGGGCACCOQGTCCCBAAACAftGCr^^ 

561 GCTCTGTITCGGBGGCa m JUttrra 

721 C3VTCGTGGATGGACACAGC»TGGAGGAGC^ 

801 AGACCTTCAM3GGCOGAGGGATCACGG 

881 GAGCAGMXZATCCAGGAGATCTACAG^ 

961 CTXIAGTGGACATTGCCAACATCCGCAroCCCRGCC^ 
1041 ACGGGCRGGCACTGGCCAAGCTGGGCCATGCC»^^ 
1121 TCGGAGATCTTCAAAAAGGftGCACCCGGACCGCr^ 
1201 (X3GCn7jre C CACCOGCAACftG(^ 
1281 GCATGGCCGCCATCTCOCgyGAGCAACATCA^ 
1361 CAC^TGGCCCTAGAftGATCTGGCTATGTTT^ 
1441 AGAGAAGGCAGTGGAACTaGCaXX^T^^ 
1521 ATAACAACAATGaGGACrTCCRGGTCCX5ACAA^ 
1601 GCOBQGCTGACCCICOtfSSW^ ^ 
1681 CTTCACCATCAAQOCXXTlXj A CaGAAA 
1761 ACXAl'JAlTATGAAGGTGGCATlXXrrGAGGCrG^ 
1841 GCAGTTAATOGGGTACCAAGAAGTGGGAAGCCAGCTGA^ 
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1921 ftGCTGTGAGGGGCCTCATCACCAAGGCCrAGGGOGG 

Table B11Q2. Protein sequence of variant NOV2alSp (underlined). (SEQ ID NO:140) 



1 MBSYHKPDQQKLQAIdOXI3*NRLRI^ 
81 I LYAVWAKAGFLABAKLLNIiRiQ S SB LDGH FVT'KOAPTITVATGSIjGQGliGAACGMA YltJK Y FDK3VSYRVYCbI/3X3BliSB 
161 GSVHBAMAF7^IYKU^VAII£>X29R^ 

241 KTFKGRGITGVBDKBSWHGKPI^KNMAgQIlQBr^IQSlO^ 
321 Yt^JAIAKMfflASDRlIAU)GDTKNSTPSBIPKKBH»D^ 

401 RMAAISESNINLCGSHCXjVSIGBI^ CFIRTSRPENAI I 

481 YNHNEDFQVGQAKVVIJCSKDDQVTVTGA^^ 

561 DHYYBGGIGBAVSSAVVGBPGITVTHLRVNRVPRSGKPABI^ 



Table Bl 103. Alteration effect 
No change. 



Table Bl 1P1. Nucleotide sequence of variant 13380052 NOV2al6n (underlined). G/T 
(SEQIDNO:141) 



1 QGCbCGAGGGCCJXZr^ 
81 TGG&G&GCTAOCACfJd^^ 
161 

241 CACCATGC6CEACAAGTCCCA66ftCCCCCG6AATCC6CAC 
.321 

401 GftCGGGCACCOGCTCCCGAAACAAGCrTTCACCGACG^ 
481 GATGGCCTAC!A(XX3GCAAATMnTCGJkCAAGG 
561 GCTCTGIRTGGGftGGCCATOGCX^rTCGCCftBCft^ 

801 AGACCTTCAAGGGCCGAGGGAT^ 

881 GAGCAGATCATtt^GGAGATCTACAGCC^ 

961 CTCRGTGGW3OTGCCAACATCCG<^^ 

1041 AOGGGC7U5GCACTGGCCAAGCTGGGCCATGCCAGT(3^ 

1121 TCXSGAGATCTTCAAAAAGGACXIAC^^ 

1281 GCATOGraXXATCTCCXS^^ 

1361 CAGATGGCCCTTVGAAGATCTGGCTATtjrT^ 

1441 NSNBMIIQBa&fQGM^^ 

1521 ATAACAACAATGAGGACTTCCAGGTCSGACA7UXX 

1681 CTTCACXaTCAAGCCCCT«3A(^ 

1761 ACCATTATTOTGJUU&TGGCATT^ 

1841 GCAGTTRACOGGGTWXZA7VGAACTGGGAAGCCA6 

1921 AGCTGTGAGGGGCCTCATCAe^^ 

2001 GAAAGGTGCTCAAA(^TGTACTGAGAGGAG^ 



Table B11P2. Protein sequence of variant NOV2al6p (underlined). (SEQ ID NO:142) 



1 MBSYHKFIXXIKLQALKDTAHRLRI SS IQATTAAGSGHPTSCCSAAB IMAVLFFHTMRYKSQDPRNPHNDRFVIiSRGHAAP 
81 IhmniNBMSFbKBNaXinjS^ 
161 GSVWEAMAPASIYKLDNLVAXEJ>IHRIjGQSDPAI»IjQHQJ© IVDGHSVKKIjCKAPGQAKHQPTAI IA 

241 KTPKGRGITGVEDKBSWKCaQT^PK^ 

321 YGQAIiAKTfTHA.SDRT T AT tPGLfl'KN ST FSKIPKKEHPDRFIBCYXAEQ^iMVS IAVGCATiatRTVPFCSTFAAFPTRAFDQI 
401 KMAAISBSNIHIjCGSHCGVSIGKIXSPSQHAL^ 
481 YHNNKDFQVGQAKVVLKSKDIXSfVTVIGAGV^^ 

561 DHYYEGQIQBAVSSAVVGBPGITVTHIAVHRVPRSGKPABlJiKMTO 



Table Bl 1P3. Alteration effect 
No change. 



Table B11Q1. Nucleotide sequence of variant 13377691 NOV2al7n (underlined). T/C 
(SEQIDNO:143) 



i i 

81 TGGAGMX?I3*CCAJC^ 
161 OU3GCCACCACTCCGGCGG6CTCTGGCC»^ 

241 <accajGCOciAcaiusTCC^^ 

321 TCCTCTACGa^l^^ 

481 QATGGCCTACftCaXXft^^ 
561 GCTCTCffATGGGAGGC(JAl\jLkXTri^ 
641 
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72i amsTGrareGaouau^ 

8 OX AGACCTTCAAGGGCCGAGGGATC^ 

881 SWSCRGATCftTCCAGGAGaTCT^ 

961 CTOU3TGGACATO5CCA7lCATCCGC^ 
1041 «33GGCA GtX3lC lX5GC^^ 
1121 TCG GflfiJ^ 
1201 GGGCKZS&XbCCCGCl&C^ 
1281 GCKrGGC a3CCft TCTCOGA(3ftGC^ 

1361 cwarasccc ras^ 

1441 AGAGAAGGCW3TGGAACTAGCCGCCAATACAAAGGGTA 

1521 ATRACftACAATQAGGRCTTCXIftQGTCSGACftAG 

1601 GCTGGGGTQftCCCTOC^ 

1681 CTCQVCCATC&AGCCCCTQG&Cft^ 

1761 ACCaiTATTAOXSAAGOTGGCSmWXtSAGG 

1841 GCAGTTAACXX5GGTACa^AGAA6TGGGAAGCC7U^ 

2001 GftAAGGTQCTOUAGaTQTTkC!^^ 



Table Bl 1Q2. Protein sequence of variant NOV2al7p (underlined). (SEQ ID NO:144) 

1 MBSYHKPIXXJKIiQALKDTANMiRISSIQA^ 



8i rLYRvwaaaQFLABABiJjiijgaaspiJGapw 

161 GSVWEAMAPASIYKICNLVAILDINRUK^PAPL^ IA 

241. KnTORGITOVBDKBSWHG KlM 

321 YGQAIAKI/SHASPRIIALDGItt'^ 

401 EaftAISBSBIffljCGSHO Crrei GBDQPSq^ 

481 YMMMBDFQgGQftKVWiKaKPPfly^ 

561 DHYYBTOIGKRVSSftVVGBPQITVTOIAVHRVPRSGKPAB^ 

Table BUQ3. Alteration effect ~ : ^ ■ 



PhetoSer 



Table BURL Nucleotide sequence of variant 13380053 NOV2al8n (underlined). T/C 
(SEQIDNb:145) 



-~™~~^^^!ATCTCTGT(n^ 

161 CAGGOC^^ 

401 

561 GCTCIXJITVTGGGAGGCCATGGOCITO^ . 

641 GGCCAG?MyrQACCCGGCCCCGCreCA^^ 

721 CftTCOTGGATGGgWC3kC3!kX^^ 

801 ACACCTTCAAGGGCCGWSGGATCA^ 

881 G&GCAGATCATCCAGGAC^^ 

961 CTCAGTOGACATTGCCAACait^^ 
104 1 ACGGGCAGGCACTGGCCaAGCTGGTC^tSCCftCT 
1121 TOGGftGATii-jK^A?^ 
1201 GGCXrTGTGCC^CXX^ 
I 28 ! GQ^GgCOSCCATCTCCGftGaGCaU^^ 

1441 AGAGAACGC7CTGGAACTAGCCGCCAATA(^^ 

1521 AlftAGAACAATGftGGgUJiTa^^ 

1*01 CCraXSGTGACCCTGCAC^^ 

1«81 CTTCACCATCAAGCCCXrrGGACAGAAA^^ 

1761 ACCAPiTUiTAllSAAGGTGGCATO^ 

1921 AGCTCTG^ 

TableBUR2. Protein sequence of variant NOV2al8p (underlined). (SEQ ID NO:146) 

81 IiraVHAEAGFLAKI!^^ 
161 G3VHKAMAFASIYKLIM 
241 KTFKC^ITC^^]a2SHBGKPI»P^^ 

321 YGQAIAKIiGHASDRIIAUJGOTKHSTPSKIFKKKHPDRFlBCYl 
401 RMRAlSBSlflMLOGS HCSVSI GBDGPSQWRI^IAMFI^ 
4 ®1 ^NBDFQVGQTOCVVUCSroDQV^ 
S61 PHYYBCXSIGBftVBSAyVGBFGITVra^ 

Table Bl 1R3. Alteration effect " 



No change. 
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3S1. Nucleotide sequence of variant 13377686 NOV2al9n (underlined). G/A (SEQ ID 
NO:147) 



i 

81 
161 
241 
321 
401 
481 
'561 
641 
721 
801 
881 
961 
1041 
1121 
1201 
1281 
1361 
1441 
1521 
1601 
1681 
1761 
1841 
1321 
2001 



TQTCGCCGCGQSAGCaGaX Xr^ 
TGGAGM»CT1\CCACAAGCCro 
C^GGCCACCACTGCGGCGGGCT^^ 
CACCATGOGCTACAAGTCCCaaSACCCXX^ 



GATGGCXTTACA(XX3GCAAATACTTOGJWCAAGGC^ 

^TTGTGGCCRTTCT7iGACATC3U^rCGCCTG 

a 

AGACCTrCAAGGGCCGAGGGATC^^ 

GAGCAGATCATCCAGGAGATCTACAGCt^^ 

CTCAGTGGACATTGCX3VACATCa5CATGC^ 

ACXXSGCAGGOUriTsUCCAAGCTGGG 

TCGGAGATCTTCAAAAAGGAGQMXXXi^^ 

ICCTTTGACCAGATTC 

OlGATGGCCCTftGftflGftTCTGGCTa^^ 

AGAGAAGGCAJgrGGAMHaGC^^ 

ATAACaACAATCA«3ACTTCCftGGT^^ 



ACCATTATTATGAAGGTGGCATTGGTGA^ 
GCAGTTAACCGGGTACCAAGAAGTGGQAAGCCA^ 
AGCTGrTCAGGGGCCTCATCACCAAGGC^ 
GAAAGGtGCTCAAAGATgmCIXWlAGG^ 



Table B11S2. Protein sequence of variant NOV2al9p (underlined). (SEQ ID NO:148) 

1 MESYHKPDQQKXiQAIjKDTANRLRISSI 
81 ILYAVWAEAGFLAKAKLIiNIiira 
161 GSVWEAMAFAS IYKIiDNIiVAIUOINRIiGQSD PAPIiQHQ^IYQKRCEAFGWHAI IVDGHSVEBIiCKAFGQAiCHQPTAI IA 
241 KTFKGRGITGWKDKBSWK^LPK^^ 
321 YBQAIAKLGH7^SDMIALD(5DTra 

401 RMAAI SBSNINLCGSHCX5VS IGBrX^SOHALBDIAMPRSVPTS-rV r JTPSDGVATKKAVEIiAANTKGI CFUtTSRPENAI I 
481 TCNNNKDFQVGQAKVVLKSKDDQVTVlf^^ 

561 DHYYBGGIGI^VSSTVVGgPGITVTHIAV^ 



Table Bl 1S3. Alteration effect 



AlatoThr 



Table Bl 1T1. Nucleotide sequence of variant 13380055 NOV2a20n (underlined). C/T 
(SEQIDNO:149) 



81 TGGAGAGCmtXaCAftGCX^ 
161 CAGGCaUX!ACTGCGGCX3GGCTCTGGCCACCCC^^ 
241 OUX3kTG0(X^ACAAGKXXaGG^ 

401 QACGGGCI^XXGGrrCC^ 
481 
561 
641 

721 OfflCGTQGftaGGaCftCaGCGre 

801 AGACCTTCAAGGGCCGAGGGATCACEGGGGT^ 

881 (B^GCAGftTCftTCCJVBGtfWGAI^ 

961- CXX3Un i GGACATT(KXAACATCCX^ 
1041 ACGGGCAGGCACTGGCCAAGCTGGGCCATGCC^^ 
1121 TaSGAGATCTKaAAAAGGAGCftCCXC^ 

1281 GCWTGGCCGCCAT 
1361 CAGAT 
1441 AGAGAAGGCAGTGGAACTAGCCGCCAAT^^ 
1521 ATAACAACAATGAGGACTTCCAGGTCGGACAAJGC^ 
1601 GCTGGOGIGAgXrroCnOGA GGCCITGG CCGC^^ 

1681 cTrcACci&cMuscccerQ^^ 

1841 (XtAGTTAACQGGGTACCAAGAAGTCXSGAA 
1921 AGCTCTGAGQGGCCTCATCM^^ 
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2001 GAAAGGTGCTCAAAGATGTACTOflGg^GGM3GO 

Table Bl 1T2. Protein sequence of variant NOV2a20p (underlined). (SEQ ID NO:150) 

1 MBSIfHKPDQQKIjQALKDrcAinU^ 

161 GSVWBJtflK^IYlgJMILVAI^ 

241 KTFKI^ITtWEDKBSMHGKPIiPKHM^ 

321 YGQAUVKLGH7VSDRI IALDGDTKNSTF SKI FKKBHPDRFI ECYI ABQHMVS IAVGCATRNRTVP FCSTPAAFFTRAPDQ I 
401 RMAAISKSNINIX2GSHCGVSIGBIX?PSQMAIiEDLAMFRSV WS^IV K YPSDGVATEKAVKLAAOTKG I CFXRTSRPBNAI I 
481 XHHNBDPQ^GQAKVVIJCSKDDQVTO 

561 DHYYEGGIGRAVSSAVVgBPGI'iVlHtAVHHVPRSGKPAKl^^ 

Table Bl 1T3. Alteration effect 



No change. 



Table Bl 1U1. Nucleotide sequence of variant 13377685 NOV2a21n (underlined). A/G 
(SEQIDNO:151) 




i 

81 TGGAG&GCTACCACAAGCCTGACCftG^ 

241 
321 
401 

481 GATC33CCTAC31CCGGCAAAIACTTC . 
561 GCTCTCTTiTGGGAGGCCAT^ 
641 
721 

801 AGBUOCXTCMGGGCCGnGGGA!^^ 

881 GAGCAGATCATCCAGGAGATC^^ 

961 CTCAGTGGACSVTTGCCAAC^^ 
1041 ACGGGCAGGCACTGGCCAAGCTGGGOT 
1121 TCGGaGATCTTCAAMUtt^^ 

1361 CftGMGGCCCTOkBftAGaTCTOGCTM 
1441 MtfWGAAGGCAGTGGAACTAGC^^ 
1521 ATAACAACAATGAGGACTTCCAGCFI^^ 
1601 

1681 CTTCACCAIt3UiGCCCCTG 
1761 ACCATTATTATGAAGGTGCXIATTG 
1841 GCAGTTAACXXSGGTACCAAGAAGTGGGAAGCOVGCT^ 
1921 MXTOTOAGGGGCCTCATCAC^^ 
2001 GAAAGGTGCTCAAAGATGTACTG^GAGGAGGGGTAA^ 



Table Bl 1U2. Protein sequence of variant NOV2a21p (underlined). (SEQ ID NO:152) 



1 MBSYHKPDQQKLQAIiKDTANRLRIS 
81 XLYAVWASAGFIABABLUnra 

161 gsvwbamapasitkiidnlv7umihmigqsdpaplq0qm^ 
241 ktfki3rgit6vkdkeswhgkpl*pksmaeqziqsiysqiqskk^ 

401 bm&aisbsmiheceshcbvsigbdg^ 

481 YNNNKDFQVGQAKVVIjlKSKDIXJVTVIGAGV^ 

561 DHYYEGGIGK&VSSAVVggPGITVflHLAV^ 



Table Bl 1U3. Alteration effect 
Thrto Ala 



Table Bl 1 VI. Nucleotide sequence of variant 13380056 NOV2a22n (underlined). A/G 
(SEQIDNO:153) 

1 GGCRCQAQGGCCnmxaX*^ 
81 T(XSAGAGCTACCAOWtt5CCTC 

241 CZCCMXSaSCTJia&GTGC^ 

321 TCCTCTACXXX3C3TCTGGGCTGAAGCTGGTTT^ 

401 GACQGQCftCCCGGTOCCGgVAflCaAGCTTTSRCCBAC^^ 

481 QATGG<XTACACCOGCAAA3^^ 

641 C^CCAGAGTGA£CCGGCC^^ 
721 CATtJi»iijGW3GhCftCaGUj 
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801 AG&CCTTCAAGGGCXSAGG^ 

881 GAGCAGATCATCCAGGAGATCTACWXCAGATC^ 

961 CTravGTGGACTOTCCaVACATCCGC^ 



1X21 TCEGAGATCTTCAAAAAGGAGC^ 



1201 

1281 GCflTGGCOGCglTCTCCGAGftGCAAC^^ 
1361 CT^GftTGGCCCTaCSAAGarCTGGCTATGTTO 
1441 AGAGAAGGCAGTGGAAOT^^ 
1521 ATAACAACaMt3VGGACTTCCaGGT^ 
1601 GCHtaSGGTGACCCTGCACGA^ 
1681 CTTCACCATCAAGCCCXTGGACAGAAA 
1761 ACC7VlTATTATGAAG(n*^C&T^^ 
1841 GCAGTTAACOGGGTACCAftGnGGTGGGAftGC^ 
1921 AGCTGTQAC3GGGCCTCATCACCRAGGCCTRGGGOG 

2001 (^M^CG^^^^aG^^&^^^^^^K^^t^mit^^^^^^^^M^^^^^M^^^ 



Table B11V2. Protein sequence of variant NOV2a22p (underlined). (SEQ ID NO:154) 

1 MESYHKPDQQKLQALKDTANRLRISSIQATTAAG 
81 XIiYAVHABAOFIABABLU3XAKlSSDLI)GBFVFK^ 
161 GSVWBA>RFRSIYKIg«LVftnJ>TTI^^ 
241 KTFKERGITGnnroKEAraGKPI»PKHMAE^ 

321 YGQALAKIjGHASDRI lAIJDGDTKHSTPSBIPKKBHPDRFIBCYXABQNMVSIAV^ 

401 RMAAI SKSNINLOGSHCGVS I GKDGPSQMALBDIAMFRS V ^JtVlVPYPSDQVATBKAVEIAAKrKIil CFHTTSRPKNAI I 
481 yNHNKDFQVGQMCVVIiKSKIIDQVlV^ ~ *~ " — - — 

561 PHYYBGGIGBAVSSAVVGBPGITVTraAVNKVPR^^ 



Table Bl 1 V3. Alteration effect 
SertoGly 
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Example B4. Expression Profiles of Transketolase. 

The protocol for quantitative expression analysis is disclosed in Example Q9. 

Expression of gene CGI 75387-01 and G175387-03 was assessed using the primer- 
probe set Ag6328, described in Table B12. Results of the RTQ-PCR runs are shown in 
5 Tables B13,B14 and B15. 



Table B12. Probe Name Ag6328 



Primers 


Sequences 


Length 


Start 
Position 


SEQID 
No 


Forward 


5 • -cctagggcgggtatgaagt-3 » 


19 


1947 


180 


Probe 


TET-5 • -ccagaatctcaggaatgtatagacccc-3 • - 
TAMRA 


27 


1974 


181 


Reverse 


5 ' -tcagtacatctttgagcacctttc-3 » 


24 


2001 


182 



Table B13. General screening panel vL5 



Tissue Name 


ReLExp.(%)Ag6328, 
Run 259211050 


Tissue Name 


Rel. Exp.(%) 
Ag6328, Run 
2S9211050 


Adipose 


4.1 


Renal ca. TK-10 


6.9 


Melanoma* 
Hs688(A).T 


7.6 


Bladder 


2.5 


Melanoma* 
Hs688(B).T 


8.2 


Gastric ca. (liver met.) 
NCI-N87 


3.7 


Melanoma* M14 


17.9 


Gastric ca. KATO HI 


29.7 


Melanoma* 

loximvi 


13.1 


Colon ca.SW-948 


2.6 


Melanoma* SK- 
MEL-5 


10.5 


Colon ca.SW480 


20.6 


Squamous cell 
carcinoma SCC-4 


8.0 


Colon ca.*(SW480 met) 
SW620 


7.6 


Testis Pool 


2.0 


Colon ca. HT29 


8.8 


Prostate ca.* (bone 
met)PC-3 


2.6 


Colon ca.HCT-1 16 


30.1 


Prostate Pool 


1.6 


Colon ca. CaCo-2 


123 


Placenta 


3.0 


Colon cancer tissue 


7.9 | 


Uterus Pool i 


0.6 


Colon caSWl 116 


52. 


Ovarian ca. OVCAR- 
3 


5.4 


Colon ca. Colo-205 


5.0 


Ovarian ca SK-OV-3 


13.6 


Colon ca. SW-48 


3.7 


Ovarian ca. OVCAR- 
4 


5.i 


Colon Pool 


0.8 
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Ovarian ca. OVCAR- 
5 


11.7 


Small Intestine Pool 


13 


Ovarian ca. IGROV- 
1 


29.1 


Stomach Pool 


1.1 


Ovarian ca. OVCAR- 
8 


10.6 


Bone Marrow Pool 


13 


Ovary 


1.8 


Fetal Heart 


0.4 


Breast caMCF-7 


4.5 


Heart Pool 


0.6 


Breast ca. MDA-MB- 
231 


192. 


T _ .... 1_ XT 3 _ T> 1 

Lymph Node Pool 


2.6 


Breast ca BT 549 


55.1 


Fetal Skeletal Muscle 


1.0 


Breast ca T47D 


7.9 


Skeletal Muscle Pool 


0.6 


Breast ca MDA-N 


! 85.9 


Spleen Pool 


1.7 


Breast Pool 


1.1 


Thvmu<5 Pool 




Trachea 


1.2 


CNS cancer (glio/astro) 
U87-MG 


16.6 


Lung 


2.1 


CNS cancer (glio/astro) 

U 1 1 0 IVJLVJ 


10.9 


Fetal Lung 


5.3 


CNS cancer (neuro^net) 


6.0 


LungcaNC3-N417 


6.3 


CNS cancer (astro) SF- 

•Joy 


3.9 


Lung ca LX-1 


9.5 


CNS cancer (astro) 

OIN J3- / O 


100.0 


Lung ca NCI-H146 


2.7 


v^iNo cancer y*no ) oINJd- 
19 


36.1 


Lung ca SHP-77 


12.4 


CNS cancer (glio) SF- 
295 


16.3 


Lung ca A549 


92.0 


Brain (Amygdala) Pool 


3.4 


Lung ca NCI-H526 


1.9 


Brain (cerebellum) 


8.0 


Lung ca NCI-H23 


2.6 


Brain (fetal) 


3.6 


LungcaNa-H460 


6.7 


r>i alii ^ JaippuCiUiip lib J 

Pool | 


1.4 


LungcaHOP-62 


9.5 


Cerebral Cortex Pool 


3.9 


Lung ca NCI-H522 


2.0 


Brain (Substantia nigra) 
Pool i 


2.4 


liver 


03 


Brain (Thalamus) Pool 


5.1 


Fetal liver 


2.4 


Brain (whole) 


3.0 


liver ca HepG2 


7.6 


Spinal Cord Pool 


3.6 


Kidney Pool 


1.4 


Adrenal Gland 


4.5 


Fetal Kidney 


1.4 


pituitary gland Pool 


1.0 


Renal ca 786-0 


10.8 


Salivary Gland 


0.9 


Renal ca A498 


27.4 


Thyroid (female) 


0.5 


Renal caACHN 


18.8 


Pancreatic ca. CAPAN2 


27.9 



173 



W O 2004/013347 ^^^^^ PCT/US2003/024504 

[Renal ca.UO-31 | IQA {Pancreas Pool 1 3.6 



Table B14. Panel 5 Islet 



Tissue Name 


KeL JExp.( /o) 
Ag6328,Run 
259232256 


Tissue Name 


ReL Exp.(%) 
Ag6328, Run 


97457 Patient- 
02go_adipose 


19.6 


94709 JDonor 2 AM - A_adipose 


15.3 


97476 Patient- 
07sk skeletal muscle 


25.0 


94710_Donor 2 AM - B_adipose 


18.3 


07477 Patient- 
07ut uterus 


8.4 


9471 lJDonor 2 AM - C_adipose 


15.3 


Q747R Pa+i#*nt- 
y f*ri 0__i aUGtUV" 

07pl_placenta 


26.8 


94712_Donor 2 AD - A adipose 


12.9 


QQ1 f\1 Dtivpr Potimt 1 


01 A 


94/l3JL>onor 2 AD - B adipose 


19.2 


97482 J>atient- 
08ut_juterus 


6.7 


94714_Donor 2 AD - C_adipose 


23.8 


97483 J>atient- 
0 8pl_pl acenta 


43 


94742J3onor3U- 

A Mesenchymal Stem Cells 


17.6 


97486 J>atient- 

u y SK_Sjce i etai muscle 


1.7 


94743_Donor3U- 
BMesencnymal Stem Cells 


28.1 


97487J > atient- 
vyux uterus 


65 


94730_Donor 3 AM - A_adipose 


25.3 


97488 JPatient- 
\jyp\_pi acenta 


5.0 


94731_Donor 3 AM - B_adipose 


22.4 


97492 J>atient- 
i u u i__u lerus 


19.6 


94732JOonor 3 AM - Cadipose 


24.0 


97493 JPatient- 
i upi piacenia 


26.8 


94733_Donor 3 AD - A_adipose 


26.4 


97495_Patient- 


10.7 


94734 _Donor 3 AD - B_adipose 


13.7 


97496 JPatient- 

x loJL a&ElGuil UluSClG 


4.2 


94735 JDonor 3 AD - C__adipose 


23.5 


97497_Patient- 

I 1 lit lltPTTIC 

I I III UvCo. Uo 


14.8 


77138jLiverHepG2untreated 


43.5 


97498 _Patient- 
llpl_placenta 


10.2 


73556 JHeart_Cardiac stromal 
cells (primary) 


77.4 


97500JPatient- 
12go_adipose 


29.1 


81735J5maU Intestine 


21.8 


97501_Patient- 
12sk skeletal muscle 


10.0 


72409 JKidneyJ>roximal 
Convoluted Tubule 


29.5 


97502_Patient- 
12ut_uterus 


21.2 


82685 JSmall intestineJDuodenum 


5.1 


97503 JPatient- 
12pl_placenta 


123 


90650_Adrcnal_Adrenocortical 
adenoma 


133 
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94721_Donor2U- 
A Mesenchymal Stem 
Cells 


3ft A 


T>A1ft TTtrfnm/ TTPn? 


inn ft 


94722JDonor2U- 
d iviesciicnyiiinj oiciii 
Cells 


32.3 


7241 IJCidneyJHRE 


393 


94723_Donor2U- 
C Mesenchymal Stem 
Cells 


27.4 


73 1 39_Uteras JJterine smooth 
muscle cells 


12.9 



Table B15 . Ggneral screening panel_vl.6 



Column A - ReL Exp.(%; 


) Ag6328, Run 277234226 


Tissue Name 


A 


Tissue Name 


A 


Adipose 


3.7 


Renal ca. TK-10 


7.4 


Melanoma* Hs688(A).T 


6.9 


Bladder 


2.6 


Melanoma* Hs688(B).T 


7.0 


Gastnc ca. (hver met) NCI-N87 


3.1 


Melanoma* M14 


21.5 


Gastnc ca. KATO EI 


253 


Melanoma* LOXIMVI 


9.6 


Colon ca.SW-948 


62 


Melanoma* SK-MEL-5 


10.6 


Colon ca. SW480 


16.2 


Squamous cell carcinoma SCC-4 


13.8 


Colon ca.* (SW480 met) SW620 


5.3 


Testis Pool 


12 


Colon ca. HT29 


10.7 


Prostate ca.* (bone met) PC-3 


3.7 


Colon ca. HCT-1 16 j 


Oil c 

24.5 


Prostate Pool 


1.7 


Colon ca. CaCo-2 


12.9 


Placenta 


.3.1 


f"V\1/vn ronrpr fiocm* 
vA/lUIl VKiUi/Cii UooUC 


7.3 


Uterus Pool 


0.4 


Colon ca.SWl 116 


5.4 


Ovarian ca. OVCAR-3 


6.3 


Colon ca. Colo-205 


6.4 


Ovarian ca.SK-OV-3 


29.3 


Colon ca.SW-48 


3.6 


Ovarian ca. OVCAR-4 


9.6 


Colon Pool 


1.6 


Ovarian ca.OVCAR-5 


23.0 


Small Intestine Pool 


13 


Ovarian ca. IGROV-1 


25.7 


Stomach Pool 


1.4 


Ovarian ca. OVCAR-8 


13.4 


Bone Marrow Pool 


1.1 


Ovary 


1.4 


Fetal Heart 


0.4 


Breast ca. MCF-7 


7.4 


Heart Pool 


0.7 


Breast ca. MDA-MB-231 


21.6 


Lymph Node Pool 


1.8 


Breast ca BT 549 


100.0 


Fetal Skeletal Muscle 


0.9 


Breast ca. T47D 


11.7 


Skeletal Muscle Pool 


02 


Breast ca. MDA-N 


11.7 


Spleen Pool 


1.8 


Breast Pool 


1.9 


Thymus Pool 


23 


Trachea 


1.7 


CNS cancer (glio/astro) U87-MG 


14.0 


Lung 


1.0 


CNS cancer (glio/astro) U-l 1 8-MG 


9.5 


Fetal Lung 


5.4 


CNS cancer (neuropnet) SK-N-AS 


5.4 
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Lungca.NCI-N417 


5.7 


CNS cancer (astro) SF-539 


8.2 


Lung ca. LX-1 


82 


CNS cancer (astro) SNB-75 


92.0 


LungcaNCI-H146 


1.7 


CNS cancer (glio) SNB-19 


27.2 


Lung ca. SHP-77 


172 


CNS cancer (gUo) SF-295 


13.3 


Lung ca. A549 


812 


Brain (Amygdala) Pool 


22 


Lungca.NCI-H526 


2.0 


Brain (cerebellum) 


63 


Lung ca. NCI-H23 


4.3 


Brain (fetal) 


33 


Lung ca. NCI-H460 


102 


Brain (Hippocampus) Pool 


3.0 


Lungca.HOP-62 


6.8 


Cerebral Cortex Pool 


3.0 


Lung ca. NCI-H522 


2.8 


Brain (Substantia nigra) Pool 


22 


Liver 


02 


Brain (Thalamus) Pool 


4.5 


Fetal Liver 


3.1 


Brain (whole) 


2.9 


Liver ca.HepG2 


4.6 


Spinal Cord Pool 


3.5 


Kidney Pool 


32 


Adrenal Gland 


3.3 


Fetal Kidney 


1.3 


Pituitary gland Pool 


1.1 


Renal ca. 786-0 


11.0 


Salivary Gland 


0.9 


Renal ca. A498 


28.5 


Thyroid (female) 


1.9 


Renal ca. ACHN 


15.9 


Pancreatic ca. CAPAN2 


15.9 


Renal ca. UO-31 


16.0 


Pancreas Pool 


2.7 



General screening panel vl.5 Summary: Transketolase is abundantly expressed in all 
tissues. Transketolase is highly expressed in adipose (CT=27.42), which is the target tissue. 



Panel 5 Met Summary: Panel 51 shows the highest expression in placenta with a good 
expression in adipose tissue and supports the data of panel 1.5. 

5 General screening panel vl.6 Summary: (Ag6328) High expression of this gene was 
detected ubiquitously in all tissues (CT==26-30). This ubiquitous pattern of expression 
indicates that this gene product is involved in homeostatic processes for these and other cell 
types and tissues. 

Its expression was elevated in all the cancer cell lines (melanoma, ovarian cancer, breast 
10 cancer, lung cancer, renal cancer, pancreatic cancer, and CNS cancer) with CT=22-26. 
Therapeutic modulation of this gene, expressed protein and/or use of antibodies or small 
molecule drugs targeting the gene or gene product are useful in the treatment of melanoma, 
ovarian cancer, breast cancer, lung cancer, renal cancer, pancreatic cancer, and CNS cancer. 
In addition, the expression of this gene can be used as a detection marker for those cancers. 
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This gene was highly expressed in adipose tissue (CT27.42). Therapeutic modulation of this 

gene, expressed protein and/or use of antibodies or small molecule drugs targeting the gene 

or gene product are useful in the treatment of obesity and diabetes. 



Example B5. PathCalling® 



PathCalling® screening showed that Transketolase (TKT) interacts with 
transcriptional factor (TTPl) and the extracellular domain of semaforin (CG5 1896-04, See 
1 0 Table EB5). Both interactions have been detected several times in the screening process with 
different libraries. Protocol for PathCalling® technoogy is disclosed in Example Q10. 



Table EBS: CG51896-04-prot 1 047 aa (SBQ ID NO:221) 

MRSEAIJXYFIXIJIFAGAGCTED 

IMIMNGTLYIAARDHIYTVD 

IKVUJOKNDDAIJ^CGTNAFOTS 

KLYSATVTDFIJUDAVIYRS1X5BSPTIJIT^ 

VEYNTMGKVVITRVAQVCKh©MGGSQRVI^KQW^ 

DVIRmGRDVVIATFSTPYNSIP^ 

VPKPRPG<XAGSSSIJ^YATSNEFPDDTL^^ 

TKIAVDTAAGPYQNHTVVFLGSEKGniJQ^ 

GVEDKRIMGMQIX>RASSSLYVAFSTCVIKVPIXjR 

ACSHI^NSRLTFEQDIERGNTD^^ 

PSTITSDSTAQEGYESRGGK^WKHIJJ>SPDSTDPI^ 

QLVPVTTJLAIAVILAFVMGAVFSG^ 

KlSGIJGDTQSKDPKPEAILTPUvl^ 

IX^QKRKPSRGSREWERNQNIJNACrnaDM^ 

GYQHEYVIX?PKMSEVAQMAIJ3DQ 

REASIXiPPGASI^TCIJSKRLEMHHSSSyGW 

SSHI^RNQSFGRGDNPPPAPQRVDSI^^ 

PSIJCTDVPPia^API^TSMKPNDACT 



1 5 Example B6. Assays Screening for Modulators of Transketolase 



A non-exhaustive list of cell lines that express the Transketolase gene can be 
obtained from the RTQ-PCR results shown herein. These and other Transketolase 
expressing cell lines could be used for screening purposes. 



Screening for a modulator of Transketolase may be accomplished by measurement of 
generated NADPH from the reaction in which Transketolase participates as outlined above. 
Additionally, Transketolase activity could be measured by a method outlined in Frank et al, 
High thiamine diphosphate concentrations in erythrocytes can be achieved in dialysis 
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patients by oral administration of benfontiamine, Eur J Clin Pharmacol. 2000 Jun;56(3):251- 

7). 



Fimctional/mechanistic assay for the effectiveness of the modulator of Transketolase can be 
5 performed by measurement of effect of transketolase 1 inhibitors on TG 

synthesis/accumulation in 3T3-L1 mouse adipocytes, human adipocytes or hepatocytes by 
Oil Red O staining. Alternatively measurement could be made of post treatment TG 
accumulation in cells transfected with Transketolase 1 . 

10 Our results indicate that a modulator of Transketolase activity, such as an inhibitor, 

activator, antagonist, or agonist of Transketolase may be useful for treatment of such 
disorders as obesity, diabetes, and insulin resistance, as well as for enhancement of insulin 
secretion. 

15 

C. NOV3 — Long Chain Fatty Acyl Elongase 

Long chain fatty acyl elongase (LCE) is an enzyme that uses malonyl-CoA as a 2- 
caibon donor for elongation of the 1 6-carbon fatty acid palmitic acid to the 1 8-carbon fatty 

20 acid stearic acid. The elongation of fatty acids occurs in the endoplasmic reticulum, where 
each 2-carbon addition requires 4 sequential reactions: (1) condensation between a fatty acyl- 
CoA and malonyl-CoA to form a 3-ketoacyl-CoA, (2) reduction of the 3-ketoacyl-CoA using 
NADPH to form a 3-hydroxyacyi-CoA, (3) dehydration of the 3-hydroxyacyl-CoA to trans- 
2-enoyl-CoA, and (4) reduction of the trans-2-enoyl-CoA to the saturated acyl-CoA. It has 

25 been shown that LCE is essential for the condensation step of fatty acid elongation, which is 
the rate-limiting step. LCB is regulated by SREBP, as are many enzymes in fatty acid 
synthesis and lipogenesis (Moon YA, Shah NA, Mohapatra S, Warrington JA, Horton JD. 
Identification of a mammalian long chain fatty acyl elongase regulated by sterol regulatory 
element-binding proteins J Biol Chem 2001 Nov 30;276(48):45358-66. PMLO: 1 1567032). 

30 

We found LCE to be down-regulated in brown adipose tissue from mice on a high fat 
diet with various body weights, ranging from obese (sd4 compared to chow-fed mice), 
heavily obese (sd7 compared to chow-fed mice), and hyperglycemic, heavily obese mice 
(sd7+ compared to chow-fed mice). However, LCE remained unchanged in white adipose 
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from the same groups of mice. This down-regulation of LCE is in conjunction with a down- 
regulation of several enzymes in the fatty acid synthesis pathway and the anaplerotic 
pathway, including ATP citrate lyase, transketolase, malic enzyme, and SREBP. This 
suggests that in brown adipose, fatty acid synthesis and lipogenesis are down-regulated in 
5 compensation to the high fat diet Such a compensatory mechanism is not present in white 
adipose. It has been clearly shown in the literature that long chain fatty acids are oxidized 
less than short chain fatty acids (DeLany JP, Windhauser MM, Champagne CM, Bray GA. 
Differential oxidation of individual dietary fatty acids in humans. Am J Clin Nutr. 2000. 
Oct;72(4):905-ll. 

10 PMTD: 1 101 0930) and that they are more prone to be retained in muscle and liver, which 
• may contribute to insulin resistance (BessesenDH, Vensor SH, Jackman MR. Trafficking of 
dietary oleic, linolenic, and stearic acids in fasted or fed lean rats^Am J Physiol Endocrinol 
Metab. 2000 Jun£78(6)3El 124-32. PME): 10827016). Therefore, mimicking brown adipose 
in white adipose, by inhibiting LCE> will decrease the amount of long chain fatty acids and 

1 5 therefore, potentially promote more fatty acid oxidation of short chain fatty acids. 

Thus, a modulator of LCE such as an antagonist or inhibitor for LCE may be 
beneficial for the treatment of obesity and/or diabetes. Potential assays are used to screen for 
antibody therapeutics or small molecule drugs associated with the human Long Chain Fatty 

20 Acyl Elongase that are useful to treat obesity and/or diabetes. In a screening assay for 

inhibitors of LCE, radiolabelled malonyl-CoA plus palmitate will yield radiolabeled stearate 
that can be detected by partition assay. A non-exhaustive list of cell lines that express the 
long chain fatty acyl elongase can be obtained from the differential gene expression (RTQ- 
PCR) results presented herein. These and other Long Chain Fatty Acyl Elongase expressing 

25 cell lines could be used for screening purposes. 

Furthermore, our results indicate that a modulator of Long Chain Fatty Acyl 
Elongase activity, such as an inhibitor, activator, antagonist, or agonist of Long Chain Fatty 
Acyl Elongase maybe useful for treatment of such disorders as obesity, diabetes, and insulin 
30 resistance, as well as for enhancement of insulin secretion. 

Discovery Process 
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The following sections describe the study designs and the techniques used to identify 

the Long Chain Fatty Acyi Elongase-encoded protein and any variants, thereof as being 

suitable as diagnostic markers, targets for an antibody therapeutic and targets for a small 

molecule drugs for Obesity and/or Diabetes. 

5 • 

Example CI. Moose Dietary-Induced Obesity 

A protocol for Mouse Dietary-Induced Obesity study is disclosed in Example Ql. 

10 The predominant cause for obesity in clinical populations is excess caloric intake. 

This so-called diet-induced obesity (DIO) is mimicked in animal models by feeding high fat 
diets of greater than 40% fat content The DIO study was established to identify the gene 
expression changes contributing to the development and progression of diet-induced obesity. 
In addition, the study design sought to identify the factors that lead to the ability of certain 

15 individuals to resist the effects of a higb fat diet and thereby prevent obesity. The sample 
groups for the study had body weights +1 SIX, + 4 SJX and + 7 SIX of the chow-fed 
controls. In addition, the biochemical profile of the + 7 SIX mice revealed a further 
stratification of these animals into mice that retained a normal gjycemic profile in spite of 
obesity and mice that demonstrated hyperglycemia. Tissues examined included 

20 . hypothalamus, brainstem, liver, retroperitoneal white adipose tissue (WAT), epididymal 
WAT, brown adipose tissue (BAT), gastrocnemius muscle (fast twitch skeletal muscle) and 
soleus muscle (slow twitch skeletal muscle). The differential gene expression profiles for 
these tissues revealed genes and pathways that can be used as therapeutic targets for obesity. 
Protocol for differential gene expression analysis, GeneCalling®, is disclosed in Example 

25 Q7. 

Results 

A fragment of die mouse (mouse strain C57BL/6J) Long Chain Fatty Acyl Elongase 
30 (LCE) gene was initially found to be down-regulated by 2-fold in the brown adipose tissue of 
obese mice on a high fat diet (sd4) relative to normal weight mice (chow-fed) using 
CuraGen's GeneCalling® method of differential geae expression. A differentially 
expressed mouse gene fragment migrating, at approximately 285 nucleotides in length was 
definitively identified as a component of the mouse Long Chain Fatty Acyl Elongase cDNA. 
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The method of competitive PGR was used for confirmation of the gene assessment The 
electropherographic peaks corresponding to the gene fragment of the mouse Long Chain 
Fatty Acyl Elongase woe ablated when a gene-specific primer (shown in Table CI) 
competes with primers in the linker-adaptors during the PCR amplification. The peaks at 285 

5 nt in length were ablated in the sample from both the brown adipose tissue of obese mice on 
a high fat diet (sd4) and the normal weight mice (chow-fed). In addition, LCE was found to 
be down-regulated in brown adipose tissue of hyperinsulinemic (ngsd7) and hyperglycemic 
obese mice on a high fat diet compared to normal weight mice (chow-fed). 
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Table CI. The direct sequence of the 285 nucleotide-long gene fragment and the gene- 
specific primers used for competitive PCR are indicated on the cDNA sequence of fee 
Long Chain Fatty Acyl Elongase fragment (SEQ ID NO: 183) are shown in bold. The 
gene-specific primers at the 5* and 3* ends of the fragment are underlined. 



Gene Sequence (fragment from 5292 to 5576 in bold, band size: 285) 

48 1 1 CACACAGCTC CCATTTCCTG GTGCCTGAGA TCCCAGCCAT CAGAAAGTGA TTTGGGTQAG 
4871 AATTCACAAC ATATATGTCA CCTCTGCATA TTGAAGTGAC ATCTAATAAA ACAAGGACGT 
4931 OCTATTTTGT CTGAACCCGC TCAATGAAGC TCTGTTATCC TAGTTAGTCA 7TGGGCCGCC 
4991 ATCCTCTGTA CCCGATAGTG ACACAAAACA GATGTCGGTG CCTGTACAAG AATTCTCAOT 
5051 OCCTGTTGTG ACAGACTGTG CTTAGAAGAA ACATTCGTGA GCCATAAAGC AGGAACCACA 
51 1 1 GATGAAAGGG CCAGTTAAAA GTCCACCTGC TCCAAGTATC ATAGAAAACC CAAAAGCCTG 
5171 TTGTATAATC TCGTATTGTC CCCATCCCCA GATGCTTTGA AAACTAGGAT TCTCAGAGCA 
S231 TGGATACCCA CGCTTCCATC TTCCCACAAA CATTTCCTAG AGTTGTACTG GTGGGTGCAG 
5291 CCCTAGGItKSTTGGTTGGGG GAAGTCTTGG AAGCTCTACT TTGATTGCAG GTCAAGCAAA 
5351 GCCAAATCCA GATATTTCTG TGTCACTCAC CAGTTGTCCA TGTCCACCCA CAAAACAATT 
5411 GTATTATAGT CAAGTrCTCC TAGCTGATTG CTCCTCAAAT AAGGATGCAA CTATGTTTGC 
5471 AACCGAGTTA GGACACATTT GAAAGAACCT GACTCACT AG CATCTAAACA ATATCATTTC 
SSI CCCAATGCTT GGTGGCACTT CAGACTTTTG TTCTCCTGGT Tt: ATTA act nrrrnnrnrxrr 
5591 GGTGCCGCCT CCTAGTGTGA ATATTTCAGT TAAGTGTGGG TCTGAGCATG ACCGGGCTGG 
5651 GCTTAGCTCA CTGCTACTTG GAAAATGACT GGCATTCTGC TTCCTAGGCC CTAAACCCAT 
5711 ATTCAGAGGG AAAATTCACT ATCAAGCCTC ACAGCGAAAT CACAGCAGTG TTCGAATTCT 
5771 TATTTTCAAG TGCTTATCTC ACAACATTGA AAAATATTTT TGGTGTATTA AGATTTAAAA 
583 1 TAAAGTCATC ATAAACTTTT GAATTTAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA 
5891 AA 

(gene length is 5892, only region from 481 1 to 5892 shown) 



Example C2. Identification of Human Long Chain Fatty Acyl Elongase Sequences 
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The sequence of Human Long Chain Fatty Acyl Elongase (Acc. No. CGI 80320-01) 
was derived by laboratory cloning of cDNA fragments, by in silico prediction of the 
sequence. cDNA fragments covering either the full length of the DNA sequence, or part of 
5 the sequence, or both, were cloned In silico prediction was based on sequences available in . 
CuraGen's proprietary sequence databases or in the public human sequence databases, and 
provided either the full-length DNA sequence, or some portion thereof The protocol for 
identification of human sequences) is disclosed in Example Q8. 

10 Table C2 shows protein alignment (ChistalW) of Human Long Chain Fatty Acyl 

Elongase Protein Sequence (CG18032O-01; SEQ ID NO:18) against Mouse Long Chain 
Fatty Acyl Elongase (Q920L5; SEQ ID NO: 1 84) and Rat Long Chain Fatty Acyl Elongase 
(Q920L6; SEQ ID NO:185). Table C3 shows sequences of Mouse Long Chain Fatty Acyl 
Elongase (Q920L5; SEQ ID NO:l 84) and Rat Long Chain Fatty Acyl Elongase (Q920L6; 

15 SEQIDNO:185). 



Table C2. Protein alignment (ChistalW) of Human Long Chain Fatty Acyl Elongase 
Protein Sequence (CG180320-01; SEQ ID NO:18) against Mouse Long Chain Fatty Acyl 
Elongase (Q920L5; SEQ ID NO:184) and Rat Long Chain Fatty Acyl Elongase (Q920L6 • 
SEQIDNO:185). 



Fatty^ &cid_elang&so_J2__iaL I 
CGI 80320-01 

FaHy_ftcyl_elongft5e_ittou*e 
F &d d_elangas o_2_rei 
CCH8D32MM 

Ffttty_ccyl_elong4*9_mou» 
-F aliy_*cid_ekmgaso _2_nd 
0018032001 

FaUy_ftcyl_elongafia_mx(u»e 
FedJy_&cid_elonga»e_2 rat 
CG18Q320-01 

Fatty_ftcyl_clcmgft»5_ffion5e 

Fatty_ttcid_8loiigttff9_2_JBl 

OG180Q2WJ1 



:;IK Iv] 5 7 L- T LO E Y E 7 E M Cj ? H E 1 1 E A i OWIy;Oj E N V7KK 3FLF3ALYAAF: ? OGRKL M liKECA ri ? ELF. 
LTLQEYE? E:-:Q?HEH EA IQWMQSS1WXK8 ?L?SAL YAAr I FGORH LMMKSAK F ELF: 



:< F L V 
? l v 


-W3LTLA7F5 I FOA 
LVV3LTLAVF5 I FOA 
■AY3LTLAVFS1 F OA 


_STG AYiv! LY 1 LM7KGLKOSVC DQSFYNO? VS5CF WAYAF VLSK 
-RTOAYMLV I LMTKC-LKOSVC DQSFVMOPVSXF WAYA F V LSrZ 
- RT 0 AYM^y I LpiTKOLKDS v C DOgFY MO ? V S :*.F WAY A F 7 LSK 


AF ELODTi ?i iLFl 
AF E LODTi F » I IF. 
AF E LO DTI F i I IF: 


■CQrCLi FLHWYH 
CQrlLIFLH^YH 


-I i T V L L Y S Vl'TS YKDM V A OGGVVF KTJ/IS Y O-V HA 7 ivj Y3 Y 
£ I T V L L YSWY3YKDM VAGGGWFMTMN Y G VHA V MYSY 



Table C3. Sequences of Mouse Long Chain Fatty Acyl Elongase (Q920L5; SEQ ID 

NO:184) and Rat Long Chain Fatty Acyl Elongase (Q920L6; SEQ ID NO:l 85). 

Mouse Long Chain Fatty Acyl Elongase (Q920LS; SEQ ID NO:184) 

MNMSVLTLQEYEFEKQFNE^^ 

AWSIFGAIJITGAYMLYIIMIKGUC^ 

HWYHHITVIXYSWYSYKDMVAGGGWFMT^ 

VINyXVFfrnyMQHDNIXXTySH^ 

Rat Long Cham Fatty Acyl HI ongase (Q920L6; SEQ ID NO. 1 85) 

MNMS\^TLQEYEFEKQFNEN 

A\O^IFGAIJtTGAYMLVnAriKGUCQSVCDQSFYNGPVaQny 
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I HWYHHHVIXYSWSYKDMV^^ 
1 VINYLVFNWMQHDhnX^^ 



; WSSLMyi^YIXLFCHFFFEAYIGKVKKATKAE 



The laboratory cloning was performed using one or more of the methods summarized 
in Example Q8. The NOV3 clone was analyzed, and the nucleotide and encoded polypeptide 
sequences are shown in table C4. 



Table C4. NOV3 Sequence Analysis 



NOV3a,CG180320-01 
DNA Sequence 



SEQIDNO: 17 



13047 bp 



ORP Start ATG at 281 jORF Stop: TAG at 1076 



ACTAAC^CCGCAAGGCATTC 



GAC^GGAGCTGGGAGCGOA^ 



GACGACCGCIKSGAGACCGAGCGGCGTGGGGAAGACC^^ 



CAGCCCCAATGAACATGTCAGTGTTGACTT^^ 



GAAGCCATCCAATGGATGCAGGAAAACTGGAAGAA^ 
T 

TATATTOSGTGGTCGGCACCTAATGAA^^ 
T 



GGTCTCTGACCCTTGCAGTCTTCAGTATATTC^ 
T 

TTQATGACCAAAGGCCTGAAGCAGTCAGTTTGrrG^ 
T 

CTGGGCTTATGCATTTGTGCTAAGCAAAG<^ 
A 

agcagaagctgatcto:ckk»cto 

C 

AAAGACATGGTT(KXra3GGGA^ 
C 

TTACTATGCXnTGCGGGCX^CAGGTTTCOSA^ 
c 

&^ T CACTCAGATGCTGATGGGCTG 
G 

TGTCACIXrrCACTTTCAGAACATC^ 
G 

CCATTTCTTCTTTGAGGCCTACATCGGCAA^ 

T 

QAGGAGGAAGCCATAGCfTCAGGGTCATC^^ 



CACXjTGGTGCAGCTAAAACAAAACAAAACATGAG^^ 



AGGTTmTTTAACCCAGTAAGTlTATGATCCTTTT^ 



C^AGCACTGCTGCTGGAAGACXXX!ATTCC^^ 



GAAGCCAGAAGCAGAGGAGACTAATCAAAGGCAAACAAAGGC^^ 



TACTAAGTGTCACATrTCTCTAAGATOAAAGATTT^ 



AATCCi-x-xvTAACTTTATGGACACIAAACTOGAGCC^ 



GTGTATATCTAGAACGATAATGCTTTTGCAGAAACTAAA 
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6 

ACCCCATGAGAAAAGATGTCrrEAATCATCC^^ 



C 

TTCRTCTTCACTGCATfiJG 



A 

GATTCTTCCTGGGAGGATGGAAACAGTGCAGCC^ 



T 

TCTGATAGTTGAACTGTAA^ 



C 

CCOX&CTITTO&ACAGAAGAG^ 



C 

AGTGGGAAAAGAGGTGAGCCG&AGATCAATTC^ 



A 

CTTCACACACACTCATAAuxt^ 



Q 

AATTCCAAAAGGAAATCACAGGGC^ 



A 

TTTGCTCCCCAAGCAATGT3^ 



A 

ACTTCAAG6CAAGTTTCGCTGAAAACAQTTGACAACA 



T 

TAAGTGATATGAAAIACTTGTCATGTCTT^^ 



C 

TTCAGAAATXTTITTAAAAGGGACrrTTAGCrr^ 



T 

TAAAAAAAAAAGCTGGATAATATTATCTOTAATAT^^ 



A 

TGTTTCTAGTATTTCAAAGAAG 



^TTTGTAAAAAGGCXXXX5CCCAGGACCACTGTG^ 



G 

TTAAGTAGCTTAATGATTAGGCAAACTAGATGAAAAGA 



C 

GCACATAGCCACXjCATACACACACAGACA.CACAGA 



A 

ATAGAAACACAUTiU w lXrrGGCTAGCAGAAAAAAACAAAACAAAAC^^ 



A 

GAGTGTACAGTAAAAdGGAlU"lVlT 



T 

^TGAAACAGAGerGCTCTGCTTTTCT^ 



G 

TGQAATTTAAAAAGAATAAAGTTTTATTCCATTCTG 



|SEQIDN0:18 |265aa jfrfWat; 



NOV3a,CG18032(M)l |SEQIDNO:18 |265aa |MWat31375,7kD 
Protein Sequence 



MNMSVLTI.QEYBFEKQFNENKAJ QWMQKNWKKS FLFS Ali YAAF I FGGMIJ4NKRAKFKLRKPLVLWS 
L 

TLAVFS IFGALRTGAYMVyiLMTKXSIiK^ FI ILRKQ 

K 

LIFiaWYHHITVLLYSWYSYKDMV^ 
T 

QMLMGCWNYIiVFC^QHDQmSHFQ^ 



NOV3b,CG180320-02 
DNA Sequence 



SEQIDNQ:19 



ORF Start: at 2 



822 bp 



ORF Stop: TAG at 809 



CACCGGAXCCACCATGAACATOTCAGTGTTGACT^ 
G 

AGAATGAAGCCIATCCAATGGATGCAGG^ 
T 

GCCTTTATATTCGGTGGTCGGCACCTAATGAAT^ 
T 

G CTCTGGTCTCTGACXXrrTGCAg 
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T 

ACATTTTGATGACCAAAGGC^ 
C 

AAATTCTGGGCTTATGCATTTOTGCTAAGCAAW 
T 

GAGGAAGCAGAAGCTGATCnTCCTGC^^ 
T 

CCIACAAAGACAraGTT^ 
6 

TACTCI^CTATGCCTTGCGGGa3G^ 
T 

CnXXICAGATCACTa^TGCTGATGGGC^ 
G 

ACCAGTGTCACTCTCACTT^ 
C 

ttctgccmyi^iti^ 
c 

CGCTAT 



NOV3b,CG180320-02 
Protein Sequence 



TGSTMNMSVLTIKJEYEFEKQFNENRAIQWM^ 
V 

LWSLTLAVFS I PGALRTGAYMVYIIJfrKGIiKQSVCDQGF™ I 
L 

RKQKLI FLHWYHHITVLLYSWYSYKD^ 
L 

S QITQMLMGCVVNYLVFCWMQHIXyiHSHFQNI FWS SLMYLS YLVIiFCHFFFEAYIGKMRICrTKAK 



SEQIDNO:20 269 aa MWat31722.1kD 



NOV3c, CG18O320-03 
DNA Sequence 



SEQIDNO: 21 



ORF Start at 1 



834 bp 



ORF Stop: TAG at 793 



AACATGTCAGTGTTGACTTTACAAGAATATGAA 
A 

ATGGATGCAGGAAAACTCGAAGAAATCTTTCCTQTT^ 
6 

GTO^CACCTAATGAATAAACGAGCAAAGTTTC 
C 

CTItKIAOTCTTCAGTATATTCGGTGCT 
A 

AGGCCTGAAGCAGTCAGTTTGTGA^ 
G 

CMTTGTGCTAAGCAAAGCACCOOAACTAG 
G 

ATCTTCCTGCACTGGTATCAC^^ 
T 

TGCCGGGGGAGCTTGGTTCATGACTATGAAC^^ 
T 

TXraSGGOTCCSHSGTTTCCX^ 
G 

ATGCTGATGGGCTGTGTGGTTAAOTACJCTG 
A 

CTTTCAGAACATCTTCTGGTCC^^ 
T 

TTGAGGCCTACATCGGCAAAATOAGGAAAACAACGAA 
G 

CACCACCACCACCACCAC 



|SEQroNO:22p 



NOV3c» CGI 80320-03 |SEQ1DN0:22 f264aa |MW at 31244.5kD 
Protein Sequence 



NMSVLTLQEYEFKKQFNKNEAIQWI^ 
T 
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LAVFSIFGALRTGAYMVYILim^ 
L 

IFLHWYHHITVLIjYSVr¥SYKD 

Q 

hQoMGCVVHYIiWCWMQHDQCHSHFCfNJFWS SIJ<YLSYLVI*FCHFFFEAYIGKMRKTTKAB 



NOV3d, CG180320-04 
DNA Sequence 



SEQIDNO:23 



ORF Start: at 1 



801 bp 



ORF Stop: TAG at 799 



ACCATGAACATGTCAGTGTTGACTTTAC^ 
C 

CATCCAATGGATOCAGGAAAACTGGAAGAAATCTT^ 
T 

TC6GTGGTOGGCACCTAAT6AATAAAQ3A6CA 

T 

CTGACCCnrGCAGTCTTCAGTATATTC^ 

T 

GACCRAAGGC ^^ 

G . 

CTTATGCATTTGTGCEAAGCAAAGCAC^^ 
G 

AAGCTGATCTTCCTGCACTGGTATCACX^ 
A 

C7VTGGTTGCCGGGGGAGGTTGGTTCATGACTATG 
T 

ATGCCTTGCGGGCGGCAGGTTTCXXSAGTeTC 
C 

ACTCAGATGCTGATGGGCTGTGTGGTTAACT 
A 

CTCTCACTTTCAGAACATCTTCIXX^ 
T 

TCTTCTTTGAC^CCTACATCGGCAAAAXG 



NOV3d, CG180320-04 
Protein Sequence 



SEQIDNO:24 266 aa 



MWat31476.8kD 



TMNMSV3jTI*QBYBFBKQFNKNEAI QWMQENWKKSPTiFS ALYAAF I FGGRHLMNKRAKFELRKPIiVIjW 
S 

LTLAWS IFGALRTGAYMVYIIJOT KFWAYAFVLSKAPELGDTI FI ILRK 

Q 

KLIFLHWYHHITVLLYSWYSYKDMVAGGGWF 
I 

TQMLMGCVVNYLVrCWMQHDQCHSHFQ^^ 



NOV3e, 305263028 |SEQIDNO:25 



DNA Sequence |ORF Start: at 1 



834 bp 



ORF Stop: TAG at 793 



AACATCTCAGTGTTGACTTTACAAGAAI 

A • 

ATGGATGCAGGAAAACTGGAAGAAATCTTTCCTO 

G 

GTCGGCACCTAATGAATAAACGAGCAAAOTOT 

C 

CTTGCAGTCTTCAGTATATTCGGTGCT^ 
A 

AGGCCTCAAGCAGTCAGTTTGTGAC^^ 
G 

CATTTGTGCTAAGCAAAGCACCCXSAACTAGGAGAT^ 
G 

ATCTTCCTGCACTGGTATCACCACAT^^ 
T 

TGCCGGGGGAGCTTCGTTCATGACT^^ 
T 

TGTOGGCGGCAGGTTTCCGAGTCTCCCGGAAGT^^ 
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6 

ATGCTGA' 
A 

CrriHZAGA&CATCnU^ 
T 

TTGAGGCCTACATCGGCAAAATGAGGAAAAC^^ 



NOV3e, 305263028 
Protein Sequence 



NMSVLTLQEYBFEKOFNENEAIQWMQENW 
T 

IAWSIFGALRTGAYMVYIIXMT^ 
L 

IFfcHWYHHITVIiLYSWYSYKDMVAGGGWF^ 
Q 

MLMGCVVNYLVFCWMQHDQCBSHFQNIFWSSIiMYLSYItV^ 



NOV3£ CG180320-05' 
DNA Sequence 


SEQIDNO:27 


834 bp j 


ORF Start: at 1 


ORF Stop: TAG at 832 



CACCACCACCACCACCAC 



ID NO: 26 264 aa 



MWat31244.5kD 



TCCACCATGGGTTACXX^TATGACGTTCCAGAC^ 
A 

TGAATTOTAAAAGCAGTTCAACGAGAATGAAGCCATCCA^ 
T 

TCCTGTTTTCTGCTCTCTATGCTGC^^ 

G ' 

TTTGtfUVCTGAGGAAGCCATTAQTGCTCT^ 

T « 

TCGAACTGGTGCTTATATGGTCTACATTTT^ 
G 

GiiT±u-±ACAATGGACCTGTCAG 
A 

GGAGATACAATATTCATTATTCTGAGGAAGCAGAM 
C 

TGTGCTCCTGTACTCTTGGTACT(^^ 
A 

ACTATGGCGTGCACGCCGTGATGTACTCTTACT 

G . 

AAGTTTGCCATGTTCATCACCTT^ 
T 

GGTCTTCTGCTGGATGCAGCATGACCAGTGTCAC^ 

TGTACCTCAGCTACCTTGTGCTCT^ 
A 

ACAACGAAAGCTGAATAG 



NOV3£ CG180320-05 
Protein Sequence 



SEQIDNO: 28 



277 aa 



MWat32705.1kD 



STMGYPTOVPDYAWMSVLTLQBYBFBKQFNKNBM 
K 

FELRKPLVLWSI*TIiAVFS IFGALRTGAYMVYIIiMTKGLKQS VCDQGFYKCT 
L 

GDTIFIIIiRKQKIjIFLHWYHHITVIiLYSWySYKDMVAGG 
R 

KFAMFITLSQITQMLMGCVVNYLWCW^^ 
K 

TTKAE 



A ClustalW comparison of the above protein sequences yields the following sequence 
5 alignment shown in Table C5. 
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Table C5. Comparison of the NOV3 protein sequences. 



NOV3a 
NOV3b 
NOV3C 
NOV3d 
NOV3e 
NOV3f 

NOV3a 
NOV3b 
NOV3C 
NOV3d 
NOV3e 
NOV3f 

NOV3a 
NOV3b 
NOV3c 
NOV3d 
NOV3e 
NOV3f 

NOV3a 
NOV3b 
NOV3C 
NOV3d 
NOV3e 
NOV3f 

NOV3a 
NOV3b 
NOV3C 
NOV3d 
NOV3e 
NOV3f 

NOV3a 
NOV3b 
NOV3C 
NOV3d 
N0V3e 
NOV3f 



MNMSVLTXjQKYBFBKQFNKNKAIQWMQKNWKKS flfsalyaaf ifggr 

TCSTMMSVLTLQEYEFEKQFNEN^ 

NMSVLTLQEYEFEKQFNKNEAIQWMQKNWK^ 

TMNMSVLTI<QEyBFBKQFMENBAIQWMQENWKKSFLFSAIjYAAFIF6GR 

NMSVLTLQEYE FEKQFNENKAI QWMQENWKKS FLF S AL YAAF I FGGR 

STMGYPYDVPDYANMSVXTLQEY^FEK^ 

HI1MNKRAKFBI1RKPLVLWSLTLAVFSIFGMJITGA 

HLMKnKRAKFBLRKPLVLWSLTIA^ 

HLMNIO*AKFBLRKPLVLWSIi^^ 

HIiMNKRAKFKLRKPLVLWSIiT^ 

HIiMNKRAKFBIiRKPLVLWSI»TI»AWSIFGALiOT 

HLMNKRAKFELRKPLVLWSL^ 

SKFWAYAFVLSKAPKLGDTI FI IlilOCQKLIFIiHWYHHITVIiLYSWYSYKDMVAGGGWFOT 

SKFW^YAFVLSKAPELGDTIFII^ 

SKFVO^YAPVLSKAPBLGDTIFIII»RKQKLIFIiH^ 

SKFWAXAFVLSKAPKIjGDTIFI IIJIKQKLIFIiHWYHHITVLLYSWYSYKDMVAGGGWFMT 
SKFWAYJlFVXSKAPELGDTIFII 

SKFWAYAFVIjSKAPKIjGDTIFIIIjRKQKLIFIjHWYHHI 

MNYGVmVWSYYALRAAGFRVSI^ 

MNYGVHAVMYSYYMiRAAGFRVSRKPAMFITLSQ^ 

MNYGVHAVKySYYALRAAGFRVSIOCFAMFITLSQITQMLMGC^ 

MNYGVmVMYSrcALRAAGFRVS^^ 

MNYGVHAVMYSYYALRAAGFRVSRKFAMFITLSQITQML^ 

MNYGVmVMYSYYALRAAGFRVS 

FQNIFWSSLMYLSYLVIiFCHFFFEAYIGKMRKTTKAB 
FQNIFWS SLMYliS YLVIiFCHFFFKAYIGKMRKTTKAB 
FQNIFWSSLMYLSYIiVLFCHFFFEAYIGKMRKTTKAE 
FQNXFWSSLMYLSYLVliFCHFFFEAYIGKMRKTTKAE 
FQNIFWSSIJ^YIiSYLVLFCHFFFEAYIGKMRKTTKAB 
FQNIFWSSLMYI^YLVLFCHFFFKAYIGKMRKTTKAE 



(SEQ ID NO: 
(SEQ ID NO: 
(SEQ ID NO: 
(SEQ ID NO: 
(SEQ ID NO: 
(SEQ ID NO: 



18) 
20) 
22) 
24) 
26) 
28) 



Further analysis of the NOV3a protein yielded the following properties shown in Table C6. 



Table C6. Protein Sequence Properties NOV3a 



SignalP analysis: 



Cleavage site between residues 47 and 48 



PSORTII analysis: 



PSG: a new signal peptide prediction method 
N-region: length 10; posxhg 0; neg.chg 1 
H-region: length 1; peak value 0.00 
PSG score: -4.40 

GvH: von Heijne's method for signal seq. recognition 
GvH score (threshold: -2.1): -1.00 
possible cleavage site: between 46 and 47 
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»> Seems to have noN-termmal signal peptide 

ALOM: Klein et al*s method for TM region allocation 
Init position for calculation; 1 
Tentative number of TMS(s) for the threshold 0.5: 3 
r^romber of TMS(s) for threshold 0.5: 1 
INTEGRAL Likelihood = -5.63 Transmembrane 63-79 
PERIPHERAL LikeHhood= 234 (at 116) 
ALOM score: -5.63 (number of TMSs: 1) 

MTOP: Prediction of membrane topology (Hartrnann et aL) 
Center position tor calculation: 70 
Charge difference: -3.5 C(2.0)-N(5.5) 
N >= C: N-terminal side will be inside 

»> membrane topology: type 2 (cytoplasmic tail 1 to 63) 

MTTDISC: discrimination of mitochondrial targeting seq 
R content 0 Hyd Moment(75): 1.56 
.HydMoment(95): 3.11 G content 0 
D/E content 2 S/T content 2 
Score: -7.42 

Gavel; prediction of cleavage sites for rmtocbondrial preseq 
cleavage site motif not found 

NUCDISC: discrimination of nuclear localization signals 
pat4: none 
pat7: none 
bipartite: none 

content of basic residues: 9.8% 
NLS Score: -0.47 

KDEL: ER retention motif in the C-tcrminus: none 

ER Membrane Retention Signals: 

KKXX-like motif in the C^terminus: TTKA 

SKL: peroxisomal targeting signal in the O-terminus: none 

PTS2: 2nd peroxisomal targeting signaL none 

VAC: possible vacuolar targeting motif none 

RN A-binding motif: none 

Actinia-type actm-bTpdrng motif: 
type lrnone 
type 2: none 

NMYR: N-myristoyktion pattern : none 

Prenylation motif, none 

memYQRL: transport motif from cell surface to Golgi: none 
Tyrosines in the tail; too long tail 
DOeucine motif in the tail: none 
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checking 63 PROSITE DNA binding motifs: none 

checking 71 PROSITE ribosomal protein motife: none 

checking 33 PROSITE prokaryotic DNA binding motifs; none 

NNCN: Reinhardf s method for Cytoplasmic/Nuclear discrimination 
Prediction: cytoplasmic 
ReHabiHty:94.1 

COIL: Lopas's algorithm to detect coiled-coil regions 
total: 0 residues 



Final Results (k- 9/23): 

30.4 %: cytoplasmic 
30.4 %: mitochondrial 
13.0%:Golgi 

8.7 %: endoplasmic reticulum 

43 %: extracellular, including cell wall 

43%: vacuolar 

43 %: nuclear 

43 %: vesicles of secretory system 
» prediction for CGI 80320-01 is cyt (k=23) 



A search of the NOV3a protein against the Geneseq database, a proprietary database that 
contains sequences published in patents and patent publication, yielded several homologous 
proteins shown in Table C7. 



Table C7. Geneseq Results for NOV3a 


Geneseq 
Identifier 


Protein/Organism/Length [Patent #, 
Date] 


NOV3a 
Residues/ 
Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Region 


Expect 
Value 


ABB82962 


Human LCE related protein 
(GenBanK Identifier No. 
GK10440045) - Homo sapiens, 265 
aa. [WO200299068-A2, 12-DEC- 
2002] 


1.565 
1..265 


265/265 (100%) 
265/265(100%) 


e-159 


ABB82961 


Human LCE related protein 
(GenBanK Identifier No. 
GI#13129088) - Homo sapiens, 265 
aa. [WO200299068-A2, 12-DEC- 
2002] 


1..265 
1.565 


265/265 (100%) 
265/265 (100%) 


e-159 


AAG79838 


ADSL related polypeptide #2 - 
Homo sapiens, 265 aa. 
[WO200299038-A2, 12-DEC-2002] 


1.565 
1.565 


265/265 (100%) 
265/265 (100%) 


e-159 
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AAU87832 


Human elongase HS3 - Homo 
sapiens, 265 aa. [WO200208401-A2, 
31-JAN-2002] 


1.265 
1.265 


265/265 (100%) 
265/265(100%) 


e-159 


AAU00476 


Human INTERCEPT 400 protein - 
Homo sapiens, 265 aa. 
[WO200li8016-Al, 15-MAR-2001] 


1.265 
1.265 


265/265 (100%) 
265/265 (100%) 


e-159 



In a BLAST search of public sequence databases, the NOV3a protein was found to have 
homology to the proteins shown in the BLASTP data in Table C8. 



Table C8. Public BLASTP Results for NOV3a 


Protein 
Accession 
Number 


Protein/Organism/Lcngth 


NOV3a 
Residues/ 
Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Portion 


Expect 
Value 


Q9H5J4 i 


Hypothetical protein FLJ23378 - 
Homo sapiens (Human), 265 aa. 


1.265 
1.265 


265/265 (100%) 
265/265 (100%) 


e-158 


Q920L5 


Fatty acyl elongase (Long-chain 
fatty-acyl elongase) (Myelination 
associated SUR4-hTce protein) - Mus 
muscuhis (Mouse), 267 aa. 


1.265 
1.267 


257/267(96%) 
262/267(97%) 


e-152 


Q920L6 


Fatty acid elongase 2 - Rattus 
norvegjcus (Rat), 267 aa. 


1.265 
1.267 


2567267 (95%) 
262/267(97%) 


e-152 


Q8CE45 


Long chain fatty acyl elongase - Mus 
muscuhis (Mouse), 267 aa. 


1.265 
1.267 


256/267 (95%) 
261/267 (96%) 


e-151 


Q8NCD1 


Hypothetical protein FLJ90332 - 
Homo sapiens (Human), 240 aa. 


26.265 
1.240 


240/240(100%) 
240/240(100%) 


e-143 



PFam analysis predicts that the NOV3a protein contains the domains shown in the Table C9. 



Table C9. Domain Analysis of NOV3a 


Pf am Domain 


NOV3a Match Region 


Identities/ 
Similarities 
for the Matched Region 


Expect Value 


ELO 


10.265 


85/327(26%) 
168/327 (51%) 


52e-46 



Example C3. Expression Proffle of the Human Long Chain Fatty Acyl Elongase Gene 
The protocol for quantitative expression analysis is disclosed in Example Q9. 
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Expression of genes CG180320-01, CG180320-02, CG18032O-03, and CG180320- 

04 was assessed using the primer-probe set Ag6596, described in Table CIO, Results of the 

RTQ-PCR runs are shown in Tables CI 1 and C12. 



Table CIO. Probe Name Ag6596 



Primers 


Sequences 


Length 


Start 
Position 


SEQID 
No 




5 ' -caatggatgcaggaaaactg-3 * 


20 


350 


186 


Probe 


TET-5 • -tttcctgttttctgctctgtatgctg-3 » - 

TAMRA 


26 


379 


187 


Reverse 


5 ' -ccgaccaccgaatataaagg-3 ' 


20 


405 


188 



5 Table CI 1, General screening panel vl.6 



Tissue Name 


ReLExp.(%) 
Ag6596, Ron 

9.771^790 


Tissue Name 


ReL£xp.(%) 
AgoSyo, Kun 
277256790 


Adipose 




Renal ca. TK-10 


14.4 


Melanoma jclsooo^aj. i 


VJ.V 


Bladder 


5.1 


Melanoma* Hs688(B).T 


11.9 


Gastric ca (liver meO NCI- 
N87 


28.1 


Melanoma* M14 


11.0 


Gastric ca. KATO m 


55.5 


Melanoma* LOXIMVI 


26.1 


Colon ca. SW-948 


14.2 


Melanoma* SK-MEL-5 


29.1 


Colon ca. SW480 


10.4 


Squamous cell carcinoma SCC- 
4 


24.1 


Colon ca * (SW480 met) 
SW620 


8.6 


Testis Pool 


0.9 


Colon ca.HT29 


15.3 


Prostate ca * (bone met) P03 


2.0 


Colon ca. HCT-116 


45.4 


Prostate Pool 


1.9 


Colon ca. CaCo-2 


22.2 


Placenta 


0.5 


Colon cancer tissue 


6.9 


Uterus Pool 


0.7 


Colon ca.SWl 116 


5.9 


Ovarian ca.OVCAR-3 


25.0 


Colon ca.Colo-205 


15.0 


Ovarian ca.SK-OV-3 


4.5 


Colon ca. SW-48 


10.4 


Ovarian ca. OVCAR-4 


3.6 


Colon Pool 


3.5 


Ovarian ca. OVCAR-5 


50.0 


Small Intestine Pool 


1.9 


Ovarian ca. IGROV-1 


12.0 


Stomach Pool 


2.1 


Ovarian ca. OVCAR-8 


| 144 


Bone Marrow Pool 


1.5 


Ovary 


2.4 


Fetal Heart 


2.9 


Breast ca.MCF-7 


20.7 


Heart Pool 


1.0 


Breast ca. MDA-MB-231 


i 100.0 


Lymph Node Pool 


4.1 


Breast ca. BT 549 


47.3 


Fetal Skeletal Muscle 


! 4.1 


Breast ca.T47D 


4.8 


Skeletal Muscle Pool 


02 


Breast ca. MDA-N 


10.1 


Spleen Pool 


1.4 


Breast Pool 


1.7 


Thymus Pool 


3.5 


Trachea 


1.9 


CNS cancer (glio/astro) U87- 


312 
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MG 




Lung 


0.4 


CNS cancer (glio/astro) U- 
118-MG 


4S 1 


Fetal Lung 


5.6 


CNS cancer (neuropnet) SK- 

XT A O 

N-AS 


473 


T imft f>n XT/^T XT/1 1 *7 

jLung ca. jNv^i-jn*h / 




CNS cancer (astro) SF-539 


8.3 


Lung ca. LX-1 


15.7 


CNS cancer (astro) SNB-75 


103 


lAmg ca. iNv_/i-xn*K) 


A A 

4.0 | 


CNS cancer (gho) SNB-19 


20.9 


T t\n OTTT> *7*7 

JLUug Ca. orlr-/ / 


too 


CNS cancer (gho) SF-295 


28.7 


juung ca. am y 


203 


Brain (Amygdala) Pool 


7.8 


-Lung ca. iNd-rD2o 


6.4 


Brain (cerebellum) 


13.6 


T t-mrr f>w\ XT/"*! TTAO 

JLung ca. rsld-iiZ3 


8.6 


Brain (fetal) 


16.0 


T ivnrr XT/T TT/1 iTH 

juung ca. XNd-xi4ou 


12.1 


Brain (Hippocampus) Pool 


5.6 


Lung ca. JiUr-o2 . 


13.7 


Cerebral Cortex Pool 


9.8 


Lung ca. NCI-H522 


2.8 


Brain (Substantia nigra) Pool 


6.4 


Liver 


3.1 


Brain (Thalamus) Pool 


12.5 


Fetal Liver 


38.2 


Brain (whole) 


6.1 


Liver ca. HepG2 


10.9 


Spinal Cord Pool 


123 


Kidney Pool 


2.7 


Adrenal Gland 


9.7 


Fetal Kidnev 

M, WU41 XVIUIM/T 


17 Q 


jt liuiTary gianu Jrooi 


1.9 


Renal ca. 786-0 


21.5 


Salivary Gland 


03 


Renal ca. A498 


17.1 


Thyroid (female) 


0.4 


Renal ca. ACHN 


7.7 


Pancreatic ca. CAPAN2 


32.5 


Renal ca.UO-31 


11.3 


Pancreas Pool 


1.5 



Table C12 . Panel 5 Met 



Tissue Name 


ReLExp.(%) 
Ag6596,Run 
279518227 


Tissue Name 


ReLExp.(%) 
Ag6596\Run 
279518227 


97457JPatient-02go_adipose 


1.5 


94709J3onor2AM- 
A_adipose 


9.6 


97476JPatient-07sk_skeletal 
muscle 


0.0 


94710JDonor2AM- 
B_adrpose 


6.5 


97477_Patient-07ut_uterus 


1.6 


9471 lJDonor 2 AM- 
Cjachpose 


4S 


97478_Patient-07pl_placenta 


0.5 


94712 Donor 2 AD - 
A_adipose 


24.7 


99167_Bayer Patient 1 


1.3 


947BDonor2AD- 
B adipose 


293 


97482_Patient-08ututenis 


2.0 


94714JDonor2AD- 
C_adipose 


222 


97483_Patient-08plj>lacenta 


0.9 


94742JDonor3U- 
A_Mesencrryrnal Stem Cells 


4.8 


97486_Patient-09sk_skeletal 
muscle j 


0.6 


94743 JDonor3U- 

JB JMesenchymal Stem Cells 


5.6 


97487 J > atient^9utjiterus 


1.4 


94730JDonor3AM- 
A_adipose 


172 
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y /^oo raneni-uypi placenta 


UJ 


94731JDonor3AM- 
Bjadipose 


27.5 


y fqyz__ r aueni-i uui_uierui> 


9 1 


94732JDonor 3 AM - 
Cjadipose 


172 


y / 4 y anenT- 1 vpi_piacenia 


1 A 


94733_Donor3AD- 
A adipose 


80.1 


97495 JPatient-1 lgo_adipose 


1.1 


94734JDonor3 AD- 
IS adipose 


742 


97496J>atient-l lskj&eletal 
muscle 


0.1 


94735JDonor3AD- 
C_adipose 


24 8 


97497 Patient-llut uterus 


3.9 


77138_Liver_HepG2untreated 


100.0 


97498 _Patient-l lpl_placenta 


0.3 


73 556_Heart_Cardiac stromal 
cells (primary) 


1.5 


97500JPatient-12go_adipose 


1.2 


81735J3mall Intestine 


4.0 


97501JPatierjt-12sk_skeletal 
muscle ! 


1.4 


72409 J&dneyJProxiroal 
Convoluted Tubule 


33.2 


y /DUz_ratient-Izut_uterus 


1.5 


82685 JSmall 
intestine Duodenum 


6.0 


97503_Paaent-12pl_placenta 


0.8 


90650_Adrenal_Adrenocortica 
1 adenoma 


22 


94721_Dcmor2U- 

A Mesenchymal Stem Cells 


o.o 


794.10 V-idn<*i/ TTPPP 


19.1 


94722 JDonor2U- 

B Mesenchymal Stem Cells 


8.5 


72411JCidneyJHRE 


20.0 


94723_Donor2U- 
CJVfesenchymal Stem Oils 


8> 


73139JJterusJJterine smooth 
muscle cells 


16.6 



General screening panel vl.6 Summary: (Ag6596) Moderate expression of this gene was 
detected ubiquitously in all tissues (CT=28-32). This ubiquitous pattern of expression 
indicates that this gene product is involved in homeostatic processes for these and other cell 
5 types and tissues. 

Its expression was elevated mail the cancer cell lines (melanoma, ovarian cancer, breast 
cancer, lung cancer, renal cancer, colon cancer, pancreatic cancer, and CNS cancer) with 
CT=25.5-30. Therapeutic modulation of this gene, expressed protein and/or use of antibodies 
or small molecule drugs targeting the gene or gene product may be useful in the treatment of 
10 melanoma, ovarian cancer, breast cancer, lung cancer, renal cancer, pancreatic cancer, and 
CNS cancer. In addition, the expression of this gene can be used as a detection marker for 
those cancers. 

This gene was expressed in adipose tissue (CT=30.98). Therapeutic modulation of this gene, 
expressed protein and/or use of antibodies or small molecule drugs targeting the gene or gene 
15 product may be useful in the treatment of obesity and diabetes. 
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Panel 5 Islet Summary: (Ag6596) Expression of this gene was induced in adipose 
differentiated from Mesenchymal Stem cells (compare AD samples with U samples from 
Donor 2 (CT=30.46-30.86 vs. CT=32.1 8-32.24) and Donor 3 (CT=29.01-30.7 vs. CT=32.84- 
33.07). Thus therapeutic modulation of this gene, expressed protein and/or use of antibodies 
5 or small molecule drugs targeting the gene or gene product can be useful in the treatment of 
obesity and diabetes. 

Example C4. Assays Screening for Modulators of Long Chain Fatty Acyl Elongase 

10 

A non-exhaustive list of cell lines that express the long chain fatty acyl elongase can 
be obtained from the differential gene expression (RTQ-PCR) results presented herein. 

Potential methods for Measurement ofFatty Acyl elongation reaction in microsomes 
15 are described by Nagi et al., Evidence for two separate beta-ketoacyl CoA reductase 

components of the hepatic microsomal fatty acid chain elongation system in the rat, Biochem 
Biophys Res Commun. 1989 Dec 29;165(3):1428-34, and by Moon et al., Identification of a 
m a m mal i an long chain fatty acyl elongase regulated by sterol regulatory element-binding 
proteins, J Biol Chem. 2001 Nov 30;276(48):45358-66. Epub 2001 Sep 20, followed by 
20 HPLC separation of radio-labeled fatty acids by HPLC. 

Functional/mechanistic assay for the effectiveness of an administered modulator of 
Fatty Acyl Elongase could be performed by obesrving TG synthesis/accumulation in 3T3-L1 
mouse adipocytes, human adipocytes or hepatocytes by Oil Red O staining. Alternatively 
25 measurement could be made of post treatment TG accumulation in cells transfected with 
Fatty Acyl Elongase. 

Our results indicate that a modulator of Long Chain Fatty Acyl Elongase activity, 
such as an inhibitor, activator, antagonist, or agonist of Long Chain Fatty Acyl Elongase may 
30 be useful for treatment of such disorders as obesity, diabetes, and insulin resistance, as well 
as for enhancement of insulin secretion. 

D. NO V4 — Acetyl-Coenzyme A acyltransf erase 2 
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Acetyl-Coenzyme A acyltransferase 2 (ACAA2) is the last enzyme in mitochondrial 
fatty acid beta-oxidation. It is thought that fatty acid oxidation may interfere with glucose 
utilization in skeletal muscle and liver, thus causing insulin resistance and hyperglycemia. 
(Randle PL Regulatory interactions between lipids and carbohydrates: the glucose fatty acid 
5 cycle after 35 years. Diabetes Metab. Rev. 1998 14(4X 263-83 PMID: 10095997; Deems 
RO, Anderson RC, Foley JE. Hypoglycemic effects of a novel fatty acid oxidation inhibitor 
in rats and monkeys. Am. J. Physiol. 1998 274(2 Pt 2)it524-8; PMID: 9486313). 
GeneCalling® studies showed significant up-regulation of ACAA2 in diabetic muscle. 
ACAA2 was also down-regulated in fast twitch versus slow twitch diabetic skeletal muscle 
10 in response to vanadate, metformin and AICAR, compounds causing improvement of 
hypoglycemia and diabetes. GeneCalling® data indicate that ACAA2 may make a good 
target for promoting skeletal muscle glucose utilization and improving diabetes. 

Shown below is the reaction catalyzed by human Acetyl-Coenzyme A acyltransferase 

15 2. 

3-oxoacyl CoA + CoA ^ Acyl CoA + Acetyl CoA 

Acetyl CoA -» TCA cycle 

Potential assay that may be used to screen for antibody therapeutics or small 
molecule drugs is the measurement of NAD+/NADH production in the outlined reaction 
coupled with the conversion reaction of 3-hydroxyacyl CoA to 3-oxoacyl CoA by the next 
mitochondrial enzyme. The general inhibitor for mitochondrial thiolases (4-bromocrotonic 
arid) is described in literature (Schulz et al., Life Sci (1987) 40, 1443). Cell lines expressing 
the Acetyl-Coenzyme A acyltransferase 2 can be obtained from the RTQ-PCR results shown 
herein. These and other Acetyl-Coenzyme A acyltransferase 2 expressing cell lines could be 
used for screening purposes. 

ACAA2 catalyses the last step in acetyl-CoA production. Concerning accumulation 
of ACAA2 substrate, 3-oxoacyl-CoA has no reported toxicity and causes inhibition of two 
other enzymes in fatty acid oxidation cycle. The outcome of inhibiting the action of the 
human Acetyl-Coenzyme A acyltransferase 2 would be inhibition of fatty acid oxidation in 
skeletal muscle and liver, and promotion of glucose utilization. 

Acetyl-Coenzyme A acyltransferase 2 (ACAA2) (3-oxoacyl-CoA thiolase) is up- 
regulated in skeletal muscle in obese/diabetic skeletal muscle. The expression level of the 



20 



25 



30 
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enzyme is down-iegulated in gastrocnemius versus soleus muscle in response to vanadate, 
AICAR and Metformin treatments (all are known to improve glucose utilization in muscle). 
ACAA2 is the last enzyme in fatly acid beta-oxidation. Inhibition of ACAA2 would inhibit 
fatty acid oxidation in skeletal muscle and liver, promoting glucose utilization. Thus, an 

5 inhibitor/antagonist of ACAA2 would be beneficial as an antihyperglycemic agent for the 
treatment of obesity and/or diabetes. 

Furthermore, we discovered that Acetyl-Coenzyme A acyltransferase 2 (ACAA2) is 
down-regulated in diabetic skeletal muscle of animals that respond favorably to rosiglitazone 

10 treatment with improved gjycemic control. However, the expression of Acetyl-Coenzyme A 
acyltransferase 2 was found to be not down-regulated in response to rosiglitazone treatment 
in diabetic a nimals that had no detectable improvement of hyperglycemia. Because acetyl- 
Coenzyme A acyltransferase 2 expression is positively correlated with hyperglycemia, its 
down-regulation may account for the antidiabetic effect of rosiglitazone. Therefore, an 

15 attenuation of Acetyl-Coenzyme A acyltransferase 2 total enzymatic activity might account 
for, and be sufficient to yield, favorable clinical effects comparable to that of rosiglitazone 
on hyperglycemia and skeletal muscle insulin sensitivity. Our data support the development 
of an antagonist of Acetyl-Coenzyme A acyltransferase 2 as a therapeutic agent to treat 
insulin resistance and diabetes. 

20 

Furthermore, our results indicate that a modulator of ACAA2 activity, such as an 
inhibitor, activator, antagonist, or agonist of ACAA2 may be useful for treatment of such 
disorders as obesity, diabetes, and insulin resistance, as well as for enhancement of insulin 
secretion. 

25 

Discovery Process 

The following sections describe the study design(s) and the techniques used to 
30 identify the Acetyl-Coenzyme A acyltransferase 2 - encoded protein and any variants, 
thereof; as being suitable as diagnostic markers, targets for an antibody therapeutic and 
targets for a small molecule drugs for Obesity and Diabetes. 

Example Dl. Mouse Dietary-Induced Obesity 
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A protocol for Mouse Dietary-Induced Obesity study is disclosed in Example Ql . 

The predominant cause for obesity in clinical populations is excess caloric intake. 

5 This so-called diet-induced obesity (DIO) is mimicked in animal models (mouse strain 
C57BL) by feeding high fat diets of greater than 40% fat content The DIO study was 
established to identify the gene expression changes contributing to the development and 
progression of diet-induced obesity, hi addition, the study design sought to identify the 
factors that lead to the ability of certain individuals to resist the effects of a high fat diet and 

1 0 thereby prevent obesity. The sample groups for the study had body weights +1 SIX, + 4 
. . S JO. and + 7 S D. of the chow-fed controls. In addition, the biochemical profile of the + 7 
. i SD. mice revealed a further stratification of these animals into mice that retained a normal 
glycemic profile in spite of obesity and mice that demonstrated hyperglycemia. Tissues 
examined included hypothalamus, brainstem, liver, retroperitoneal white adipose tissue 

15 (WAT), epididymal WAT, brown adipose tissue (BAT), gastrocnemius muscle (fast twitch 
skeletal muscle) and soleus muscle (slow twitch skeletal muscle). The differential gene 
expression profiles for these tissues revealed genes and pathways that can be used as 
therapeutic targets for obesity and/or diabetes. Protocol for differential gene expression 
analysis, GeneCalling®, is disclosed in Example Q7. 

20 

'Results 

A fragment of the mouse Acetyl-Coenzyme A acy Itransf erase 2 gene was initially 
found to be up-regulated by 1.6 fold in the muscle of the obese, diabetic mice (hgsd7) on a 

25 high fat diet as compared to mice on normal diet (chow) using CuraGen's GeneCalling® 
method of differential gene expression, A differentially expressed mouse gene fragment 
migrating, at approximately 380.4 nucleotides in length was definitively identified as a 
component of the mouse Acetyl-Coenzyme A acyltransferase 2 cDNA. The method of 
competitive PCR was used for confirmation of the gene assessment The electrophero graphic 

30 peaks corresponding to the gene fragment of the mouse Acetyl-Coenzyme A acyltransferase 
2 were ablated when a gene-specific primer (shown in Table Dl) competes with primers in 
the linker-adaptors during the PCR amplification. The peaks at 380.4 nt in length were 
ablated in the sample from both the obese/diabetic and normal chow mouse. 



1 Table Dl. The direct sequence of the 380.4 nucleotide-long gene fragment and the gen&H 
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specific primers used for competitive PCR are indicated on the cDNA sequence of the 
Acetyl-Coenzyme A acyltransferase 2 fragment (SEQ ID NO: 189) and are shown in bold. 

The gene-specific primers at the 5* and 3*. ends of the fragment are underlined 

Competitive PCR Primer for the mouse Acetyl-Coenzyme A acyltransferase 2: ~~ — 

Gene Sequence (fragment from 507 to 886 in bold, band size: 380) 

1 AOAGOCOOGC GGAATAGCTO AGCTTCGCCA TGQOCCJCCT ACGAGOTGTG TTCATCOTCO 
61 CTOCQAAOAG ACACCCTTTO QAOCTTACGG OGOCCTTCTC AAGGACTTCTCTGCCACCGA 
121 TTTAACTGAA TTTGCTGOCA GGGCTGCTCT GTCTCCTGGC AAAGTTCCAC CTGAAACCAT 
181 CGATAGTOTC ATCGTGGGCA ATGTCATGCA GAGCTCTTCA GATGCGGCAT ACCTGGCGAG 
241 GCATGTGGGT TTGCGAGTGG GAGTCCCAAC AGAGACTGGG GCCCTTACCC TCAACAGGCT 
301 CTGTGGCTCT GGTTTCCAGT CCATCGTGAG CGGATGTCAG GAAATCTGTT CTAAAGATGC 
361 TGAGGTCGTC TTGTGTGGAG GAACAGAGAG CATGAGCCAG TCCCCCTACT GTGTCAGAAA 
* 421 TOTGOGCTIC GGAACCAAAT TTGGATTAGA TCTCAAGCTG GAAGATACTT TGTGGGCAGG 
481 ATTAACGGAT CAACATGTTA AGCTGC CCAT GGG AATGACT GCA GAGAACC TTGCTGCAAA 
541 ATACAACATA AGCAGAGAAG ACTGTGACAG ATAOGCCTTG CAGTCTCAGC AGAGCTGGAA 
601 AGCTGCTAAC GAGGCTGGCT ACTTCAATGA GGAGATGGCA CCCATTGAGG TGAAGACGAA 
661 GAAAGGCAAA CAGACCATGC AAGTGGACG A GCACGCTCGA CCCCAAACCA CCCTGGAGCA 
721 ACTGCAGAAG CTCCCGTCCG TGTTCAAGAA AGACGGGACA GTCACAGCAG GGAACGCCTC 
781 GGGGGTGTCT GAGGGTGCTG GGGCCGTCAT CATAGCCAGC GAAGATGCTG TCAAAAAACA 
841 TAACTTCACG CCCCTGGCCA GAGTCGTGGG CTACITCCTG TCCGGATGCG ATCCTACTAT 
901 CATGGGTATT GGTCCAGTCC CTGCTATCAA TGGAGCATTG AAGAAAGCTG GGCTGAGTCT 
961 TAAGGACATG GATTTGATAG ACGTGAACGA AGCTTTTGCC CCTCAGTTCT TGTCTGTTCA 
1021 GAAGGCCCTG GATCTTGACC CCAGCAAAAC CAATGTGAGT GGAGGCGCCA TTOCCCTOGG 
1081 TCACCCGCTG GGAGGATCTG GCTCCAGAAT CACCGCACAC CTGGTTCATG AGTTAAGGCG 
1141 TCGAGGTGGA AAGTACGCAG TGGGATCAGC TTGCATTCGA GGTOGCCAAO GCATOGCCTT 
1201 GATCATCCAO AACACAGCCT GAAGGCATCA CAAGCACACT GCCCACACTT ACTGGGCCAG 
1261 GCCACGGAAC ACAGGAGACC TTCGAGTCAG GOCTGCTGAG ACAGTGATTG TATGTGACCA 
1321 AGCCTTGATG AGGCAAGATG CATTGGGTTC TGTCTACTTC ATACCTGTCT GACGTGTTAG 
1381 AATAAAAACA CCAACCATCG GAGGCCTTAA GAGAAATGGT ATCTGTCAGT AGTCACCACT 
1441 GTATGCCTTC CATGGAGTAA TACAAACTGA ATAAATGTTG CCTTAACTCC AGCT 



I 

Example D2. Insulin Sensitivity In Rat Skeletal Muscle 

5 

A protocol for Rat Insulin Sensitivity study is disclosed in Example Q3. 
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ZDF rats were treated with a variety of agents that are known to alter insulin 
sensitivity. Metformin, vanadate, and AICAR enhance tissue response to insulin, while the 
free fatty acids generated by liposyn (intravenous lipid infusion) ZDF rats or their lean 
littermates were treated with a variety of agents that are known to alter insulin sensitivity. 
5 Metformin, vanadate, and AICAR enhance tissue response to insulin, while the free fatty 
acids generated by Liposyn (intravenous lipid infusion) treatment reduces the response. A 
variety of tissues were harvested, including gastrocnemius and soleus muscles, liver, 
retroperitoneal and epididymal WAT, and BAT. Protocol for differential gene expression 
analysis, GeneCalling®, is disclosed in Example Q7. 
10 Results 

A gene fragment of the rat Acetyl-Coenzyme A acyltransferase 2 was found to be 
down-regulated by 2.5 fold in gastrocnemius relative to soleus muscle in ZDF rats treated 
with vanadate, AICAR and Metformin using CuraGen's GeneCalling® method of 
differential gene expression. A differentially expressed rat gene fragment migrating, at 

1 5 approximately 353 nucleotides in length was definitively identified as a component of the rat 
Acetyl-Coenzyme A acyltransferase 2 cDNA. The method of competitive PGR was used 
for confirmation of the gene assessment The electrophero graphic peaks corresponding to the 
gene fragment of the rat Acetyl-Coenzyme A acyltransferase 2 were ablated when a gene- 
specific primer (shown in Table D2) competes with primers in the linker-adaptors during the 

20 PGR amplification. The peaks at about 353 nt in length were ablated in the sample from both 
gastrocnemius and soleus muscle. 

Table D2. The direct sequence of the 353 nucleotide-long gene fragment and specific 
primers 

used for competitive PCR are indicated on the cDNA sequence of the Acetyl-Coenzyme A 
acyltransferase 2 fragment (SEQ ID NO: 190) and are shown in bold. The gene-specific 

primers at the 5*. and 3*. ends of the fragment are underlined. 

Competitive PCR Primer for the rat Acetyl-Coenzyme A acyltransferase 2: 

Gene Sequence (fragment from 643 to 996 in bold, band size: 354) 

162 GTCATGGCGC TGCTACGAGG TQTGTTTATC GTTGCTGCGA AGCGAACACC CTTTGGAGCT 
222 TATGGGGGTC TTCTCAAGGA CTTCACTGOC ACTQACTTAA CTOAATTTGC TGCCAGGGCT 
282 GCCCTGTCTG CTGGCAAAGTTCCACCGGAA ACCATCGATA OTGTCATCGT GGGCAATOTC 
342 ATGCAGAGCT CTTCAGATGC GGCGTACCTG GCAAGGCATG TGGGTTTACG TGTGGGAGTC 
402 CCGACGGAGA CTGGGGCCCT CACCCTCAAC AGACTCTGTG GCTCTGGTTT CCAGTCCATC 
462 GTGAGCGGAT GTCAGGAAAT CTOCTCGAAA GACGCTGAGG TCGTCTTATG TGGAGGAACC 
522 GAGAOCATQA GCCAGTCCCC CTACTCTOTC AGAAATGTGC GCTTCGGAAC CAAATTTGGG 
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582 TTAGATCTCA AGCTGGAAGA TACTTTGTGO GCAGGATTAA CGGATCAACA CGTGAAGCTC 
642 CCCATGGGGA TGACTGCAGA GAACCTGGCT GCAAAATACA ACATAAGCAG AGAAGACTGC 
702 GACAGATACG CCCTGCAGTC CCAGCAGAGG TGGAAAGCCG CTAACGAGGC TGGCTACTTT 
762 AATGAGGAGA TGGOCCCCAT TGAGGTGAAG ACCAAGAAGG GCAAACAGAC CATGCAAGTG 
822 GATGAGCACG CCCGGCCCCA AACGACCCTG GAGCAGCTGC AGAACCTCCC GCCAGTGTTC 
882 AAGAAAGAGG GGACGGTCAC AGCAGGGAAC GCCTCGGGCA TGTCTGACGG TGCTGGGGTC 
942 GTCATCATAG CCAGCGAAGA TGCTGTCAAA AAACATAACT TCACACCACT GGCCA GAGTPC 
1002 GTGGGCTACT TTGTGTCTOG ATGTGACCCT GCTATCATGG GGATCGGTCC AGTCCCTGCC 
1062 ATCACTGGAG CATTGAAGAA AGCTGGGCTO AGCCTTAAGG ACATGGATTT GATAGACGTG 
1 122 AATGAAGCAT TTGCTCCTCA GTTCTTGGCT GTTCAGAAGA GCTTGGATCT CGACOCCAGT 
1 182 AAAACCAACG TOAGTCGAGG TGCCATAGCC CTGGGTCACC CGCTGGGAGG ATCTGGATCC 
1242 AGAATCACCG CACACCTGGT TCACGAGTTA AGGCGTCGAG GTGGAAAATA CGCAGTGGGA 
1302 TCAGCTTGCA TTGGAGGTGG CCAAGGCATC TCCCTGATCA TCCAGAACAC AGCCTGAAGG 
1362 GATTGCAAGC ATCCTACCCA CCCTCACTTG GCCAGGCTAC GGAACACAGG CGACCTTTGA 
1422 GTCAGCCCTG CTGTGACAGT AAATGCATTT GACCAAGCCT TGATGGGTTC TGTCT 



Example D3. Mouse TZD Response Study 

.5 

A protocol for Mouse TZD Response study is disclosed in Example Q4. 

The peroxisome proliferator-activated receptor gamma (PPARg) is the member of the 
nuclear hormone receptor subfamily of transcription factors that plays a major role in 

10 regulation of metabolism (Lee CH, Olson P, Evans RM Minireview: lipid metabolism, 
metabolic diseases, and peroxisome proliferator-activated receptors.Endocrinology. 2003 
Jun;144(6):2201-7. PMED: 12746275). The thiazolidinedione (TZD) drugs, including 
rosiglitazone, are synthetic agonists of PPARg receptors that can normalize elevated plasma 
glucose levels in obese, diabetic rodents and are often quite efficacious therapeutic agents for 

15 the treatment of nonmsulin-dependent diabetes mellitus in humans (Doggrell S . Do 

peroxisome proliferation receptor-gamma antagonists have clinical potential as combined 
antiobesity and antidiabetic drags? Expert Opin Investig Drugs. 2003 Apr;12(4):713-6., 
PME): 12665425; Gurnell M, Savage DB, Chatterjee VK, OTtahilly S. The metabolic 
syndrome: peroxisome proliferator-activated receptor gamma and its therapeutic modulation. 

20 J Clin Endocrinol Metab. 2003 Jun;88(6):2412-21 PMID: 12788836). Diabetic animals 
demonstrate differential responses to TZD treatment To understand the basis for this 
differential response we compared changes in gene expression between diabetic animals that 
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responded favorably and that did not respond to TZD treatment Female db/db mice were 
treated daily with lOmg per kilogram body weight rosiglitazone for 7 days. On day 8, the 
mice were bled for blood glucose. Treated mice were grouped into either a 'responder group' 
that demonstrated asignificant decrease of their hyperglycemia and a 'non-responder group' 
5 that demonstrated no change in their blood glucose level. Gene expression in skeletal 

muscle and adipose tissues was compared between untreated diabetic mice and the two sub- 
groups of TZD treated mice. Protocol for differential gene expression analysis, 
GeneCalling®, is disclosed in Example Q7. 

10 Results 

Using CuraGen's GeneCalling® method of differential gene expression, a fragment of the 
mouse Acetyl-Coenzyme A acyltransferase 2 gene was initially found to be down-regulated 
by 1 .7 fold in the skeletal muscle of diabetic mice treated with rosiglitazone that 

15 demonstrated improvement of hyperglycemia relative to mice treated with rosiglitazone, but 
failed to decrease blood glucose level. The same fragment has been found to be down- 
regulated IS fold in skeletal muscle of TZD treated mice with improved hyperglycemia 
relative to diabetic controls. A differentially expressed mouse gene fragment migrating at 
approximately 252 nucleotides in length on capillary gel electrophoresis was definitively 

20 identified as a component of the mouse Acetyl-Coenzyme A acyltransferase 2 cDNA. The 
method of competitive PCR was used for confirmation of the gene assessment The 
electrophero graphic peak corresponding to the gene fragment of mouse Acetyl-Coenzyme A 
acyltransferase 2 was ablated when a gene-specific primer (shown in Table D3) competes 
with primers in the linker-adaptors during the PCR amplification. These data are suggestive 
: 25 of Acetyl-Coenzyme A acyltransferase 2 being involved in skeletal muscle insulin resistance 
and the progression of diabetes. 

Table D3. The sequence of the 252 nucleotide-long gene fragment and the gene-specific 
primers used for competitive PCR are indicated in bold on the cDNA sequence of the mouse 
ACCA2 gene fragment (SEQ ID NO:191). The gene-specific primers at the 5' and 3* ends 

o£the fragment are underlined. 

Gene Sequence (fragment from 370 to 620 in bold, band size: 251) 

1 TTXTTTTTTT GGAOTTAAGG CAACATTTAT TCAGTTTGTA TTACTCCATG GAAGGCATAC 
61 AGTGGTQACT ACTQACAOAT ACCATTTCTC TTAAGGCCTC CGATGOTTGO TGTTTTTATT 
121 CTAACACOTC AGACAGGTAT GAAGTAGACA QAACCCAATG CATCTTGCCT CATCAAGGCT 
18) TGGTCACATA CAATCACTGT CTCAGCAGOG CTGACTCGAA GGTCTCCTGT GTTCCGTGGC 
241 CTGGCCCAGT AAGTGTGGGC AGTGTGCTTG TGATGCCTTC AGGCTOTGTT CTGGATGATC 
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301 AAGGCGATGC CTTGGCCACC TTCCATGCAA GCTGATTCCA CTGGGTACTT TCCACCTTGA — 

361 CGCCTTAACT CATG AACCAG GTGTGCGGTG A7TCTGGAGC CAGATCCTCC CAGCGGGTGA 

421 CCCAGGGCAA TGGCGCCTCC ACTCACATTG GTTTTGCTGG GGTCAAGATC CAGGGCdTC 

481 TGAACAGACA AGAACTGAGG GGCAAAAGCT TCGTTCAGGT CTATCAAATC CATGTCCTTA 

541 AG ACTCAGCC CAGCTTTCTT CAATGCTCCA TTGATAGGAA GGACCTGACC AATACCCATG 

601 ATA CT A GC AT CGCATCCGGA CACGAAGTAG CCCACGACTC TGGCCAAGGG CCGTGACGTT 

661 TATGTTTTGA CAGCATCCTT GCTGGGCTTG ATGAGGGCCC CAGCACGTCA OACACCCCCG 

721 AGGCGTATCC TTGTTTGACT GTCCCGTTTT TTTTAAACAC TGAGGGGAGC TCTTGCAGTA 

781 GCTCCAGGGT GGATTTGGA 

(gene length is 799, only region from 1 to 799 shown) 



Example D4. Identification of Human Acetyl-Coenzyme A acyltransferase 2 Gene 
Sequences 

5. 

The sequence of Human Acetyl-Coenzyme A acyltransferase 2 Gene (Acc. No. 
CG181387-01) was derived by laboratory cloning of cDNA fragments, by in silico 
prediction of the sequence. cDNA fragments covering either the full length of the DNA 
sequence, or part of the sequence, or both, were cloned. In silico prediction was based on 
10 sequences available in CuraGen's proprietary sequence databases or in the public human 
sequence databases, and provided either the full-length DNA sequence, or some portion 
thereof The protocol for identification of human sequence(s) is disclosed in Example Q8. 

Table D4 shows an alignment (ChistaTW) of the protein sequences of the human 
15 (CG181387-01; SEQ ID NO30), rat (P13437; SEQ ID NO:192) and mouse (BC028901; 
SEQ ID NO:193) versions of the Acetyl-Coenzyme A acyltransferase 2. Table D5 shows 
protein sequences of rat (P13437; SEQ ID NO:192) and mouse (BCQ28901; SEQ ID 
NO:193) versions of the Acetyl-Coenzyme A acyltransferase 2. 

20 

Table D4. An alignment (ClustalW) of the protein sequences of the human (CGI 81387-01; 
SEQ ID NO30), rat (P13437; SEQ ID NO:192) and mouse (BCQ28901; SEQ ID NO:193) 
versions of the Acetyl-Coenzyme A acyltransferase 2. 
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P13437 

AAH28901 

001813874)1 

P13437 

AAH28901 

OO181387-01 

P13437 

AAH28901 

OO181387-01 

P13437 

AAH28901 

CG181387-01 

P13437 

AAH28901 

CG181387-01 















!*1 

M 
•vl 


Ai^r;'_:» i- : v A A r*- r. « r r u.-.. u^t, l-.-.lt 
ALLRGVFI V AAK. F;T ? ? GAYGG L LXDr 
EJLLRGVF^V A A K RTF? GAY G 0 L L KDF 


3atdlt= 




mmm 


VOHVM 
VGNVM 



0 3 S S D A A Y L A RH V G L R V 
QSS SDAAYLA RH 7 G L R V 


Gv PTE T GAL7LK 
GvFTETGALTLN 


RLC0SG5QS 
FiLCGSGFQS 


! V 3 G 
! V 3 0 


CO 
CQ 


E1C3K 
E! CSK 


DAE VV 
DAE VV 


LC 
LC 


l}jT £ 

GOT E 


0 S 3 3 D A QY L A RH 7 0 L R V 


GflpjSE tSJaltHn 


RLCG3GF 03 


ivgc 


CQ 


E I C'3rC 


gAEVV 


LC 


COTE 



3iv!303 
SM3QS 

smsqSJ 



?! YALQSC 
R YALQSC 




SREDCD 
3REDCD 
S RE^CD 



2QRVVSA A K E A G Y F N E EM A ? I E 7 K T KXO MO T MQ VD E K A R? OTT L EQ L Q.J|L ? PV F K 
2 QRvVKA A K E A G Y F H E EM A ? I Ev K T XXGKQ T MQ V D E K A R ? QT T L EQ L QKL ? £jv F K 
50R WK A A ! ; $A G Y ? Hi?! E MA ? I E : < K T KXGKQT MO V D E H ARP OTT L EO L OKL ? ? V F K 



K&G77TAG 


'A A S G^jS DGAGQv i I 


A 3 EDAV !< r-lHK FT? L A R V 


7GYFV30CD?SJIMGIGPV?AI 
V G Y F 7 3 G CD? 0 1 IvIG I G ? V? A i 


S DOT 7 TAG 


HA 3 G V S DGAGAV ! i 


A3EDA7?CKHNF7?LARV 


KDG7VTAG 


ASGVSSfcGAOAv ! i 


A S EDAV X 5CHN F 7 ? L A RT1 


VGYF73GCD?!MiMGIG?V'?A I 




Table D5. protein sequences of rat (P13437; SEQ ID NO:192) and mouse (BC028901; SEQ 

ID NO: 193) versions of the Acetyl-Coenzyme A acyltransferase 2. 

Rat Acetyl-Coenzyme A acyhransferase 2QP13437; SEQ ID NO:192) 

MAIXRGV1W AAJK3UPFGAYGGLUO)Fr ATO^ QSSSD AAYLA 

ItfT/GUtVGVPTETGALTLN^^ 

DUOHim,WAGLTOQHVKIJ>MGMT^ 

KKGKQTMQVDEHARPQTIT-EQIjQNIJP^ 

GYFVSGOTPAJMGIGPWATITiAIJaCAGLS^^ 

GHPIXXiSGSlOTAHLVHBUUUtQOKYAVGS 

Mouse Acetyl-Coenzyme A acyltransferase 2 (AAH28901; BC028901; SEQ ID NO 193) 

MALLRGVFIVAAlOttlTGAYGGUJro^ 
RHVGUIVGVPTCTOALTU^RLCGSGFQS^ 
DLIOJ^TLWAGLTOQHViaJW^ 
KKGKQTMQVDEHARPQTITJEQIX}^ 

GYFVSGCDITTMGIGPWAINGAIJaCAGI^LKDMDIJDVNBA^ 

GHPIXjGSGSRITAHLVHELRRRGGKY AVGSACIGGGQGIALDQNTV 

5 The laboratory cloning was performed using one or more of the methods summarized 

in Example Q8. The NOV4 clone was analyzed, and the nucleotide and encoded polypeptide 
sequences are shown in Table D6. 



NOV4a, CG181387-01 
DNA Sequence 



Table D6. NOV4 Sequence Analysis 



SEQ ID NO: 29 


1584 bp 


ORFStart:ATGat49 


ORF Stop: TGA at 1240 



GTTTCTAGTTGCTGCTAAGCGAACX3CCCTTTG 
A 

CTGACTTGTCTCAATTTGCTGC^ 
C 
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AGltnX^TTATGGGCAATGTCCTGCAGAGTTCT 
T 

GCGTGTGGGAATCCCAAAGGAGACCXXIAGCICT 

T 

CCATTGTGAATGGATGTCAGGAAATTTGTGTTAAA 

A 

AGCATGAGCCAAGCTCCCTAOT 
A 

GCTGGAAGATTeTTTATGGGTAICAT^ 
G 

AGAATCTTACTGTAAAACACAAAAIAAGCAGAGAA^ 
G 

AGATGGAAAGCTGCTAATGATGCTGGCTACT^ 
A 

GAAAGGAAAACAGACAATGCAGGTAGACX5AGCATG 



AACTTCCTCCAGTATTCAAGAAAGATGGAACTO 
T 

GCTGGAGCTGTTATCATAGCTAGTGAAGA^ 



TGTGGGCTACTTTGTATCTGGATGTGATCX!CTC^ 



GGGCACTGAAGAAAGCAGGACTGAOTCTTAA 
T 

CCCCAGTACTTGGCTGTTGAGAGGAGTTTGGA 
C 

CATTGCTTTGGGTCACCC^CTGGGAGGATCTGGA 
A 

GGCGTCGAGGTGGAAAATATGCCGTTGGATCAGCTTGCA 
C 

ATTCAGAGCACAGCCTGAAGAGACCAGT^^ 



-CCTGCTATCAGT 



ACAGTAAAA(^AGTGACCTTCAGAGCAGgro 



AAGTTTGATCAAGCCATGGTGACACAAAAATGCATT^ 



TTCTCTCAGATTTGAACCAGTGAAATATGATC 



AAAGAAATCXSTATTCTTGCCAAGTAACCACC^ 



ATAAATGTTGCXrrTAACTTC 



NOV4a, CG181387-01 
Protein Sequence 



SEQIDNO: 30 



397 aa MW at 42038.9kD 



MMJiRGVFVVAAKRTPFGAyGGMiKDFTATD 
Y 

LARHVGIdfcVGIPKOTPALTINRLCXS^ 

T 

KLGSDIKLEDSLWVSLTDQHVQLPMAMT^ 
A 

P IEVKTKKGKQTMQVDEHARPQTTIiM IASEDAVKKH 
N 

FTPIiARI VGYyVSGCDPS IMGIGPVPAISGAIiKKAGLSLKDMDLVBVNEAFAPQYIiAVER^ 
K 

TNVNGGAIAIiGHPLGGSGSIUTAH&VHELRRRGG 



NOV4b, 282274427 
DNA Sequence 


|SEQ1DN0:31 


1218 bp 


|ORF Start at2 


ORF Stop: TGA at 1205 


CAOT3GATCCACCATGa3TCTGCI^^ 
G 

CTOACGGAGGCCTTCTGAAAGACTTC 
G 
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TCTGCTCGCAAMTCTC&CC 
C 

AGATCCTATATATTTGGCAAGGCA^ 
A 

CGATOAATAGGC'lt^tn ^ 
A 

QAAGCTGAAGl^tJTri'r^^ 
T 

GCGTTTTGGAACCAAGCTTGGATC^ 
C 

AGCATGTCCT^CTCCCCATGGCAA^^ 
A 

G&ATGTGACAAATATGCCCT^ 
A 

TGATGAAAT6GCACX!AATTGAAfiTGAAGACA;^AG 
G 

CTCGGCCCCAAACCACCCTGGAACM 
T 

ACTGC^GGGAATGCATCGGGTGTAGCTGATGG^ 
T 

TAAGAAACATAACTTCACACCACrGC^^ 
A 

TCATGGGTATTGGTCCTGTCCC^ 
C 

ATGGATTTGGTAGAGGTGAATGAAGCTTTTGCT 
T 

TGACATAAGTAAAACCA&TGTGAATGGAGGAGC(^ 
T 

CAAGU\ATTACTGCACACCTC 
T 

TGCATTGGAGGTGGCCAAGGTATTGCTGT^^ 



NOV4b, 282274427 
Protein Sequence 



SEQIDNO: 32 



401 aa MW at 42355 ^kD 



TGSTMRLLRGVFVVAAKRTPFGAYGGI^ 
S 

DAIYIARHVGLRVGIPKETPAIjTINRIiCGSGFQS iwgtobicvkeaevvlcggtbsmsqapycvrn 

V 

RFGTKIjGSDI KIiKDSLWSLTDQHVQk^ 
N 

DEMAPIEVKTKKGKQTMQVDEHARPQTTLB^ IAS EDA 

V 

KKHNFTPIiARrVOYFVSGCDPS IMGIGPVPAI SGALKKAGItSLKDMDLVEVNEAFAPQYIiAVKRSIiD 
L 

DISKTNVNGGAIALGHPIjGGSGSRITAHLVHEIiRRRGGKYATC 



NOV4c,CG181387-02 
DNA Sequence 



SEQIDNO: 33 



ORFStart:at2 



1218 bp 



ORF Stop: TGA at 1205 



^CCGGATCCACCATGCGTCTGCTCCGAGGT^ 
G 

CTTACGGAGGCCTTCTGAAAGACTTC 
G 

TCTGCTGGCAAAGTCTCACCTGAAACACTTG^ 
C 

A 

CGATTAATAGGCTCTGTGGTTCTGGTTT^ 
A 

GAAGCTGAAGTT(nrm!ATGTGGAGGAACOT 
T 

GQ3TTTTGGAACCAAGCTTGGATCAGAIA 
C 
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AGCATGTCCAGCTCCCC^TGGCAATGACTGCAGAGA 
A 

GAATGTGACAAAIAIXGCCCTGCAGTCAC^^ 
A 

TGATGAAATGGCACCAATTG&AGTG&A^^ 
6 

CT03GCCCC&AACCACanX3^^ 
T 

ACTGCAGGG&ATCCATCXSGGTG^ 
T 

TAAGAAACAXAACTTCACACCACTGGCAAQAATTO 
A 

TCATGGCTATT0K3TCCTGTCCCT 



ATGGATTTGGTAGAGGTGAATG3UUKOT1TC 
T 

TG&CATAAGTAAAACC^TGTGAATGGAQGtf^ 
T 

CAAGAATTACTXXIACACCTGGraCACGAATTAA 
T 

TGCATTGGAGGTGGCXAAGGTATTGCTGTCATC^ 



NOV4c,CG181387-Q2 
Protein Sequence 



SEQ ID NO: 34 401 aa 



MWat423552fcD 



TGSTMRLLRGVFVVAAKRTPFGAYGGLIJTO 

s 

DATYIiARHVGIiRVGIPKBTPALTINRIiCGSGFQS IYNGCQEICVKEAEVVLCGGTESMSQAPYCVRN 
V 

RFGTKLGSDIKbEDSIiWSLTDQ^ 
N 

DBMAPIEViviA^KQTMQVDKHARPQ^ 
V 

KKHNFTPLARIVGYFVSGCTPSIMGIGPVPAISGALKKAGLSI^ 
L 

DISKTNVNGGAIALGHPLGGSGSRITAHLVHELRI^ 



NOV4d, 306268235 
DNA Sequence 



jSEQIDNO: 35 



ORF Start: at 3 



1248 bp 



ORF Stop: TGA at 1224 



AOGCGTCTCCCATGGGACATCATC^ 
T 

AAGCmAC^CXXrrrTGGAGCTTACXS^^ 

T v 

TGCTGCCAAGGCTGCCTTGTCTGCTGGCAAAGTC 

A 

ATGTCCTGCAGAGTTCTTa^TGC^ 

AAGGAGACCCXIAGCTCTCACGATTAAT^ 
G 

TCAGGAAATTTGTGTTAAAGAAGCTGAAGTTGTO 
C 

CXTITICTGTCTCAGAAATGTGCXjITT^ 
A 

TGGGTATCATTAACAGATCAGCATC 
A 

ACACAAAATAAGCAGAGAAGAATGTGACAAATATG^ 
A 

ATGATGCTGGCTACTTTAATGATGAAATGGC^ 
A 



e^UVGAAAGATGGAACTGTTACTGCAGGGAAT^ 
A 
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TAGCTAGTGAAGATGCTGTTA^ 
A 

TCTGGATGTGATCXJCTCTATCATGGCT 
C 

AGGACTGAGTCTTAAGGACATGGATTT^ 
6 

TTGAGAGGAGTTTGGATCTTGACA^ 
C 

CXACTGGGU^GGATCIX3GATCAAGAATO 
A 

AIATG<X!GTTGGATCAGCTTGCAT^ 
T 

GAGCAGGTGCGGCCGGAGACGAAG 



NOV4d, 306268235 |SEQ ID NO: 36 

Protein Sequence 



PMfiffTTTTHTnTRT.Ti'R rTVTAA/A AKT^TPFH AYC^TiIaKDFT^TDLSEPAAKAAIjSAGKVS PRTVDRVTMR 

N 

VLQSSSDAXXTjARHVGLRVGIPKETPA^ 
P 

YCVENVRFGTKLGSDIKLBDSLWVSLTO 
N 

DAGYFNDEMAPIEVKTKKGKQTMQVDEHARPQTTI^ 
I 

ASEDAVKKHNFTPIiARIVGYFVSGCDPS IMGIGPVPAISGAIiKKACnjSLKDMDLVBVNEAFAPQYIiA 
V 

BRSLDIiD I S KTNVNGGAXALGHPIiGGSGS RI TAHLVHELRRRGGlCf AVGS AC IGGGQG IAVI I QS TA 



NOV4e, CG181387-03 
DNA Sequence 



407 aa 



MWat43144.0kD 



SEQIDNO: 37 



ORFStart:at2 



1249 bp 



ORF Stop: TGA at 1208 



ACATCATCACG^CATCACC^^ 
G 

GAGCTTACGGAGGCXTTTCTGAAAGa^^ 
C 

TTGTCTGCTGGCAAAGTCTCACCTGA 
C 

C 

TCACGATTAATAGGCTCTGTGGTTCTCGT^^ 
T 

AAAGAAGCTG&AGTTGTTTTATGTCGAGGAA 
A 

3TGCX3TTTTGGAACCAAGCTTGGATC 
G 

ATCAGCATGTCO\GCTCCCCATGGCAATC 
A 

GAAGAATGTGACAAATATGCCCTGCAGTCACAGC^ 
T 

TAATGATGAAATGGCACCAATTGAAGTGAAGACAAAGAA 
C 

ATGCTCGGCCCCAAACCACCCTGGAACAGTTACAGAAACT^ 
T 

GTmCTGCAGGGAATGCATCGGGTGTAGCTC^ 
C 

TGTTAAGAAACATAACTTCACACXIACTGGCA^ 
T 

CTATC3m3GGTATTGGTCCTGTC^ 
G 

GACMGGATTTGGTAGAGGTGAATGA 
A 

TCTTGACATAAGTAAAACCAATOTGAATGGA 
G 
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GATCAAGAATTMnXSCAjCACCT 
A 

GCTTGCATTGGAGGTGGCXIAAGCTAT^ 



ACTCGAGCACCACCAGCACCACCAC 



NOV4e,CG181387-03 
Protein Sequence 



HHHHHHRIiljRGVFVVAAKRTPFGAYGGIiLKDPTAro 



SDAlYLARHVGLRVGIPKETPAIiTINRIiCGSGFQS IWGCQBICVKBAEVVLCGCTBSMSQAPYCVR 
N 

VRFGTKI^SDIKLBDSLWSLTMH^^ 
P 

NDEMAPIEVKTKKGKQWQVDE^^ 
A 

VKKHNFTPIiARIVGYFVSGCDPSIMGIGPVPAISGAIiKKA^ 
D 

LDISKTNVNGGtfVIAIXSHPLGGSGSM 



NOV4f;CG181387-<>4 
DNA Sequence 



SEQIDNO: 38 402 aa 



MWat42700.5kD 



SEQIDNO: 39 



ORF Start; at 1 



1248 bp 



ORF Stop: TGA at 1207 



2CCTTTGGAGCTTACGGAGGCCTTC 



CGTCTGCTCC 
T 

GAAAGACTTCACTGCTACTGACTTO^^ 
T 

CA(XITGAAACAGTTGACACTGTGAT3!ATGG 
G 

GCAAGGCATGTTGGTTTGCGTGTGGGAATCCCA^ 
G 



TATGTGGAGGAACCGAAAGCA2XJAGCCAAGCTC 
G 

CTTGGATCAGATATCAAGCTGGAAGAriXr^ 
C 

CATGGCS^TGACTX3CAGAGAATCTTG<^^ 
G 

CCCTCCTVGTCACAGCAGAGATGGAAAGCTGCT 
A 

ATTGAAGTGU^GACMAGAAAGGAAAACAG^ 
C 

CCTGGAACAGTTACAGAAACTTCC^ 
T 

CGGGTGTAGCTG&TGGTGCTGGAGCTGTTATCATA 
C 

ACACCACTGGCAAG^TTGTGGGCTA^ 
C 



TGAATGAAGCTTTTGCTCCXXllAGTACT^ 
C 

AATGTGAATGGAGGAGCC&TTGCTTT^ 
A 

CX!TGGTTCA(X5AATTAAGGCGTCXxAG 
C 

AAGGTATTGCTOTCATCATTCAG 
A 

CTCGAGCACCACCACCACXACCAC 



NOV4£ CG181387-04 
Protein Sequence 



SEQIDNO: 40 



402 aa MWat42700^kD 
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RLLRGVFVATAAKRTPFGAYGt^ 
L 

ARHVGLRVGIPKETPALTINRLCX3 SGPQS IVNGCQEI CVKEAEVVI*CX5GTESMSQAPY<^^ 
K 

LGSDIKLEDSLWSLTDQHVQLPMAOT^^ 

p 

IEVKTKKGKQTOQVDEHARPQT^ 
F 

TPLARTVGYFVSGOTPSnflGIGPVPAISGAIi^^ 
T 

NVNGGAJALGHPLGGSGSRITAHLVHELRRRC^ 



NOV4& CG181387-05 
DNA Sequence 



SEQIDNO: 41 



ORF Start: at 1 



1230 bp 



ORF Stop: TGAat 1189 



CGTCTGCTCCGAGGTGTCTTTGTAGTTGCTGCTAAG 
T 

GAAAGAOTTCACTGCTACTGACX'lXjl^ 
T 

CACCTGAAACAGTTGACAGTGTGATTATGGGC^ 
G 

G CGATTAATAGGCTCT 

SGTTCTGGTTTTC^GTCCATTGTGAA^ 
T 

TATGTGGAGGAACCX3AAAGCATGAGCCAAGCTrc 
G 

CTTGGATCAGATATCAAGCTGGAAGATTC 
C 

CATGGCAATGACTGCAGAG^TCTTGCTC 
G 

CCCTGCA0TCACAGCAGAGATGGAA7WGCTC 
A 

ATTGAAGTGAAGACAAAGAAAGGAAAACAGAC^TGCAGGTAGAC 
C 

CCTGGAACAGTTACAGAAACTTCCTCCAOT 
T 

CGGGTGTAGCTGATGGTGCTGGAGCTGTTATCAT^ 
C 

ACACCACTGGCAAGAATTGTGGGCTACrTTGT^^ 
C 



G 

1X3AATGAAGCTTTTGCTCCCCAGTACTTGG 
C 

AATGTGAATGGAGGAGCCATTGCTTTGGGT^ 
A 

CCTGGTTCACGtftfWTTAAGGCGTCGAGGTG 
C 

AAGGTATTGCTGTCATCATTCAGAGC^ 
C 

CACCAC 



NOV4&CG181387-05 
Protein Sequence 



SEQIDNO: 42 396 aa 



MWat41877.6kD 



RI*I*RGVFWAAKRTPPGAYGGLLKDPTATDI^BF 
Ii 

ARHVGLRVGIPKBTPALTINRLCGSGFQS IYNGCQBICVKEAEVVIjCGGTBSMSQAPYCVRIIVRFGT 
K 

LGSDIKLEDSIiWSLTDQHVQLPM^ 
P 

IBVl^'X'lU<jGKQTMQVDKHARPQTTLBQIiQKL IASEDAVKKHN 
F 
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TPIARIVaYFVS<CTPSIMGIGPVPAISGM»KKAGIiSI^ 
T 

NVNGGAIALGHPLGGSGSR ITAHLVHELRRRGGKYAVGSACIGGGQGIAVI IQSTA 


NOV4h,CG181387-06 
DNA Sequence 


SEQH)NO:43 


1221 bp 


ORFStarfcATGat4 


OKF Stop: at 1195 



ACCATGCGTCTGCTCCGAGCntjTGTTTGTAGTTC 
G 

CCTTOTGAA7^GACTTCACTGCTACTGACTTC 
A 

AAGTCTaCCTGfcAACAGTTGACAGT^ 
A 

TATTTGGCAAGGCATGTTGGTTTGCGTGTGG 
G 

^CTGTGGTTCTGGTTTTCACTC^ 
G 

TTGTTTTATGTGGAGGAACCGAAAGCATGA^ 
A 

ACCAAGCTITIX3GATCAGATATCAAG<^^ 
A 

GCTCCCCATGGCAATGACTGCAGAGAATCTO 
A 

AATATGCCCTGCAGTCACAGCAGAGAT^ 
G 

GCACCAATTG&AGTGAAGACAAAGAAAGGAAAA^ 
A 

AACCACCCTGGAACAGTTACAGAAACTTCCT 
A 

ATGCATCGGGTGTAGCTGATGGTGCTGGAGCT 
T 

AACTTCAC^CCACTGGCAAGAATTGTGGGCT^ 
T 

K^CCTGTCCCTGCTATCAGTGGGGCACTGAAGAAAG 
G 

TAGAGCTGAATGAAGCTTTTGCTCCCCA^ 
T 

AAAACCAATGTGAATGGAGGAGCCATTGCTTTG 
C 

TGCAC^CCHX^TiraCX^TT^ 
G 

GTGGCOVAGGTATTGCTGTCATCA^ 



NOV4h,CG181387-06 
Protein Sequence 



SEQEDNO:44 



397 aa MW at 42008.8kD 



|MW 



MRLIiRGVFVVAAKRTPFGAYGGIiLKDFTATDLSBFA 

y 

IARHVGLRVGIPKOTPALTINRIjCXSSGTO 
T 

KLGSDIKIjEDSLWSLTDQHVQLPM 
A 

PIB^KTKKGKQTMQVDKHARPQTTIiEQIiQKLPFV^ IASKDAVKKH 
N 

FTPLARIVGYFVSGCDPS IMGIGPVPAJSGALKKAGIiSIiKD S 
K 

TNTOGGAIALGHPLGGSGSMTAHLVHKIiRRRGGKYAVGSAC 



A ClustalW comparison of the above protein sequences yields the following sequence 
alignment shown in Table D7. 
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Table D7, Comparison of the NOV4 protein sequences. 



NOV4a MMiLRGVFVVAAIOlTPFGAYG^ 

NOV4b TGSTMRLLRGVFVVAAKRTPFGAYGGLLKD^^ 

HOV4c 

NOV4d ^PMGHHHH]^ 

NOV4e hhhhhh KTiTjRGVFVVAAKRTPFGAYGGLLroFTATDLSBFAAKAALSAGKVSPOT 

NOV4f RLLRGVFVVAAKRTPFGAYGGLLKDFTATDIiSBFAAKAA^ 

NOV4g MiLRGVFVVAAKRTPFGAYGG^ 

WOV4h MRLLRGVFVVAAKRTPFG^YGGLLKDFTATDLS 



NOV4a TOSVIMGNVLQSSSDAXYtiARHVGLRVGI^ 

N0V4b VDSVIMGNVIKJSSSDAIYLARHVGLRVQIPKBTPAL 

NOV4C VDSVIMGNVLQSSSDAIYLARHVGLRVGIPKE^ 

NOV4d VDSVIMtamiQSSSDAIYIiARHVGLRVGIPKBTPALTlNR^ 

NOV4e VDSVIMGNVI^JSSSDAIYIiARHVGLRVGIPKBTPALTINRLC^ 

NOV4f VDSVIMGNVI^SSDAIYIARHVGLRVGI^ 

NOV4g VOSVIMGNVLQSSSBArfZjARHVGI&VGIPKBT^ 

NOV4h VDSVIMGNVI^SSnATJnU^mVGliRVGIPK^ 

NOV4a ABVVLCGGTBSMSQAPYCVRNVRFQTKIXSSDIKLBDSLW 

NOV4b ABVVIiCGGTESMSQAPYCVRNVRFGTKIiGSDIK^ 

NOV4c ABVVLCX^TBSMSQAPYCVRNVRPGTKIjGSD IKIlEDSL WSLTDQHVQLPMAMTAKNIiAV 

NOV4d ABVVLCXK^SMSQAPYCVRNVRFGTKLGSDIKI^ 

N0V4e ABVVLCXSGTESMSQAPYCVRNVRPGTKIiGSDIKLBDSLWVS 

N0V4f ABVVLCGGTBSMSQAPYCVRNVRFGTKLGSDIKLEDSLW 

NOV4g ABVVLCGGTBSMSQAPYCVRNVRPGTKIjGSDIKLEDSLWSIiTDQ 

NOV4h AEVVIiCGGTESMSQAPYCrVRNVRFGTKLGSDIK^ 

NOV4a KHKI SRBBCDKYAIiQSQQRWKAANDAGYFNDEMAPIEVKTKKG 

NOV4b KHMSRKBCDKYAIiQSQOT 

NOV4c KHKISREECDKXAI^QQRWKAMroi^^ 

N ° V4d KHKI SREBCrDKYALQSQQRWKAAlTOAGYyNDKMAPIKVK^ 

NOV4e KHKISREECDKYAIXJSQQRWKAANDAGYPNDBMAPIEVKTKKG 

NOV4f KHKESREECDKYALQSQQRWKAANDAGYPND^ 

NOV4g KHKISREEmKYAIiQSQQRWKAANDAGYPNDEMAPXEVK^ 

N0V4h KHKISRBECJ3KYAI>QSQQRW1G^ANDAGYF^ 

NOV4a QLQKIjPPVFKKIXnVTAGM^ 

NOV4b QLQKLPP VFKKD GTVTAGNASGVADGAGA 

NOV4C QIKJKLPPVFKKIXTIVTAGNASGV^^ 

NOV4d QLQKIiPPVFKKIXnrVTAGNASGVADGA^ 

NOV4e QIK?IOiPPWXKI)G"lVTAGN7lSGVAlX3AGAVIIASro 

N0V4f QLQK1^PVF^GTVTAGNASQV7UX5AGAVI IASKDAVKKHNFTPLARIVGYFVSGCDPS 

NOV4g QLQKLPP VFKKD GTVTAGNASGVADGAGAV^ 

NOV4h QI^KLPPVFKKDGTVTAjGNASGV^ 

NOV4a IMGIGFVPAISGALKKAGI^LKDMDLVEVNEAFA^ 

NOV4b IMGIGPVPAISGAIiKKAGLSIiKDMDI*VBVNBAFAPQYI«^^ 

NOV4C IMGIGPVPAISGALKKAGIiSIaKDMDLVBVNEAFAPQYIAVBRSI^ 

NOV4d IMGIGPVPAISGAIJaCAGLSIiKDMDLVEVNEAFAPQYIiAVKRSI^ 

NOV4e IMGIGPVPAISGAIiKKAGI.SIjKDMDLVBVNEAFAPQY1AVK^ 

NOV4f IMGIGPVPTaSGALKKAC^IiKDMDLVBVNEAPAPQYIiA 

NOV4g IMGIGPVPAISGALKKAGI*SIJa>MDLVEVNEAFAPQYIiAVERSI^ 

NOV4h IMGIGFVPAISGALKKAGIiSIiia)^ 

NOV4a GHPLGGSGSRITAHLVHBLRRRGGKYAVGS ACIGGGQGIAVI IQSTA 

NOV4b GHPI/K3SGSRITAHLVHEI*RRRGGKYAVGSACIGGGQGIAVIIQST^ 

NOV4 c GHPLGGSGSRITAHLVHBLRRRGGKYAVGSACIGGGQGIAVT IQSTA 

NOV4d GHPIX^SGSRJTAHLVHBLRRRGGKYAVGSACIGGG<^1AV1IQSTA 

HOV4e GHPLGGSGSRITAHLVHELRRRGGKYAVGSACIGGGQGlAVIIQSra 

NOV4f GHPLGGSGSRITAHLVHKliRRRGGKYAVGSACIGGGQGIAVI IQSTAHHHHHH 
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NOV4g 


GHPLGGSGSRITAHLVHEIJa^GGKYAVGSACIGGGQGlAVlIQSTA 


NOV4h. 


GHPLGGSGSRITAHLVHBIJa^GGKXAVGSACIGGGQGlAVIIQSTA- 




(SEQ ID NO: 


30) 


N0V4b 


(SEQ ID NO: 


32) 


NOV4C 


(SEQ ID NO: 


34) 


N0V4d 


(SEQ ID NO: 


36) 


NOV4e 


(SEQ ID NO: 


38) 


NOV4f 


(SEQ ID NO: 


40) 


NOV4g 


(SEQ ID NO: 


42) 


N0V4h 


(SEQ ID NO: 


44) 



Further analysis of the NOV4a protein yielded the following properties shown in Table D8. 



Table D8. Protein Sequence Properties NOV4a 



SignalP analysis: Cleavage site between residues 19 and 20 



PSORTH analysis: 



PSG: a new signal peptide prediction method 
N-region: length 5; pos.chg 2; neg.chgO 
H 7 region: length 7; peak value 3.62 
PSG score: -0.78 

OvH: von Heijne's method for signal seq. recognition 
GvH score (threshold: -2.1): -7.58 
possible cleavage site: between 48 and 49 

»> Seems to have no N-tenninal signal peptide 

ALOM: Klein et al's method for TM region allocation 
Init position for calculation: 1 

Tentative number of TMS(s) for the threshold 0.5: 1 
Number of TMS(s) for threshold 0.5: 0 
PERIPHERAL Likelihood = 3.92 (at 279) 
ALOM score: -0.59 (number of TMSs: 0) 

Mi l DISC: discrimination of mitochondrial targeting seq 
R content 3 Hyd Moment(75): 6.86 
HydMoment(95): 13.09 G content 4 
t>/E content 1 S/T content 1 
Score: -2.94 

Gavel: prediction of cleavage sites for mitochondrial preseq 
R-2 motif at 24 KRTfPF 

NUCDISC: discrmnnation of nuclear localization signals 
pat4:none 
pat7: none 
bipartite: none 

content of basic residues: 10.8% 
NLS Score: -0.47 

KDEL ER retention motif in the C^terminus: none 

ER Membrane Retention Signals: 

XXRR-like motif in the N-tennmns: RLLR 

none 
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SKL: peroxisomal targeting signal in the C^texrnious: none 

PTS2: 2nd peroxisomal targeting signal: none 

VAC: possible vacuolar targeting motif, none 

RNA-binding motif: none 

Actinin-type actm-binding motif: 
type 1: none 
type 2: none 

NMYR: N-myristoylation pattern : none 

Preny lation motif: none 

memYQRL: transport motif Wi cell surface to Golgi: none 

Tyrosines in me tail: none 

Dileucine motif in the tail: none 

checking 63 PROSITE DNA binding motifs: none 

checking 71 PROSITE ribosomal protein motifs: none 

checking 33 PROSITE prokaryotic DNA binding motife: none 

NNCN: Reinhardfs method for Cytoplasmic/Nuclear discrimination 
Prediction: cytoplasmic 
Reliability: 94.1 

COIL: Lupas's algorithm to detect coiled-coil regions 
total: 0 residues 



Final Results (k = 9/23): 

47.8 %: mitochondrial 
34.8 %: cytoplasmic 

8.7%: nuclear 

43 %: vacuolar 

43 %: peroxisomal 

» prediction for CG181387-01 is nrit (k=33) 

A search ofthe NOV4a protein against the Geneseq database, a proprietary database that 
contains sequences published in patents and patent publication, yielded several homologous 
proteins shown in Table D9. 



Table D9. Geneseq Results for NOV4a 


Geneseq 
Identifier 


Protein/Organism/Length [Patent 
#,Date] 


NOV4a 
Residues/ 


Identities/ 
Similarities for 


Expect 
Value 
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Residues 


Region 




ABB89415 


Human polypeptide SEQ ID NO 
i tyy xiomo sapiens, y? i aa. 
[WO200190304-A2, 29-NOV-2001] 


1.397 
1..397 


395/397 (99%) 
395/397 (99%) 


0.0 


AAU23202 


Novel human enzyme polypeptide 
#288 - Homo sapiens, 438 aa. 


1..397 
42..438 


395/397(99%) 
395/397(99%) 


0.0 


AAB53323 


Human colon cancer antigen protein 
sequence SEQ ID NO:863 - Homo 
sapiens, *oo aa* [ wv^zuuujdjdi-ai, 
21-SEP-2000] 


1..397 
42..438 


395/397 (99%) 
395/397(99%) 


0.0 


ABR48490 


Human Ketomiolase - Homo sapiens, 
394 aa. [WO200294864-A2, 28- 

WAV OfiAOl 


4..397 
1.394 


391/394(99%) 
392/394(99%) 


0.0 


ABB60752 


Drosophila melanogaster polypeptide 
SEQ ID NO 9048 - Drosophila 
melanogaster, 398 aa. 
[WQ200171042-A2, 27-SEP-2001] 


5..395 
6..397 


233/392(59%) 
292/392(74%) 


e-131 


In a BLAST search of public sequence databases, the NOV4a protein was found to have 
homology to the proteins shown in the BLASTP data in Table D10. 


Table D10. PnbKc BLASTP Results for NOV4a 


Protein 
Accession 
Number 


Protein/Organism/Length 


NOV4a 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Portion 


Expect 
Value 


P42765 


3-ketoacyl-CoA thiolase, 
mitochondrial (EC 2.3.1.16) (Beta- 
ketothiolase) (Acetyl-CoA 
acyltransferase) (Mitochondrial 3- 
oxoacyl- CoA thiolase) (Tl) - Homo 
sapiens (Human), 397 aa. 


1.397 
1.397 


397/397 (100%) 
397/397(100%) 


0.0 


Q9BUT6 


Acetyl-coenzyme A acyltransferase 2 
(Mitochondrial 3-oxoacyl-coenzyme 
A thiolase) - Homo sapiens (Human), 
397 aa. 


1.397 
1.397 


395/397 (99%) 
395/397(99%) 


0.0 


CAD67660 


Sequence 75 from Patent 
WO02094864 - Homo sapiens 
(Human), 394 aa. 


4.397 
1.394 


391/394 (99%) 
392/394(99%) 


0.0 


Q8BWTI 


3-ketoacyl-CoA thiolase - Mus 
musculus (Mouse), 397 aa 


1.397 
1.397 


347/397 (87%) 
381/397(95%) 


0.0 


Q8JZR8 








0.0 
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acyltransferase 2 (Mitochondrial 3- 
oxoacyl-coenzyme A thiolase) - Mus 
musculus (Mouse), 397 aa_ 


1.396 


380/396(95%) 





PFam analysis predicts that the NOV4a protein contains the domains shown in the Table 
Dll. 



Table Dll. Domain Analysis of NOV4a 


Pf am Domain 


NOV4a Match Region 


Identities/ 
Similarities 
for the Matched Region 


Expect Value 


thiolase 


4..266 


127/274(46%) 
242/274(88%) 


1.4e-147 


thiolase_C 


271.395 


81/142 (57%) 
119/142(84%) 


13e-77 


ketoacyl-syntjC 


276.397 


29/188(15%) 
767188 (40%) 


031 



5 Example D5. Human Acetyl-Coenzyme A acyltransferase 2 Gene Variants and SNPs 

Variant sequences are included in this application. A variant sequence can include a single 
nucleotide polymorphism (SNP). A SNP can, in some instances, be referred to as a "cSNP" 
to denote that the nucleotide sequence containing the SNP originates as a cDNA A SNP can 

1 0 arise in several ways. For example, a SNP may be due to a substitution of one nucleotide for 
another at the polymorphic site. Such a substitution can be either a transition or a 
transversion. A SNP can also arise from a deletion of a nucleotide or an insertion of a 
nucleotide, relative to a reference allele, hi this case, the polymorphic site is a site at which 
one allele bears a gap with respect to a particular nucleotide in another allele. SNPs 

1 5 occurring within genes may result in an alteration of the amino acid encoded by the gene at 
the position of the SNP. Intragenic SNPs may also be silent, however, in the case that a 
codon including a SNP encodes die same amino acid as a result of the redundancy of die 
genetic code. SNPs occurring outside the region of a gene, or in an intron within a gene, do 
not result in changes in any amino acid sequence of a protein but may result in altered 

20 regulation of the expression pattern for example, alteration in temporal expression, 

physiological response regulation, cell type expression regulation, intensity of expression, 
stability of transcribed message. 
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Method of novel SNP Identification: SNPs are identified by analyzing sequence assemblies 
using CuraGen's proprietary SNPTool algorithm. SNPTool identifies variation in assemblies 
with the following criteria; SNPs are not analyzed within 10 base pairs on both ends of an 
alignment; Window size (number of bases in a view) is 10; The allowed number of 
5 mismatches in a window is 2; Minimum SNP base quality (PHRED score) is 23; Minimum 
number of changes to score an SNP is 2/assembly position. SNPTool analyzes the assembly 
and displays SNP positions, associated individual variant sequences in the assembly, the 
depth of the assembly at that given position, the putative assembly allele frequency, and the 
SNP sequence variation. Sequence traces are then selected and brought into view for manual 
10 validation. The consensus assembly sequence is imported into CuraTools along with variant 
sequence changes to identify potential amino acid changes resulting from the SNP sequence 
variation. Comprehensive SNP data analysis is then exported into the SNPCalling database. 

Method of novel SNP Confirmation: SNPs are confirmed employing a validated method 
15 know as Pyrosequencing. Detailed protocols for Pyrosequencing can be found in: Alderborn 
et al. Determination of Single Nucleotide Polymorphisms by Real-time Pyrophosphate DNA 
Sequencing. (2000). Genome Research. 10, Issue 8, August 1249-1265. 



hi briet Pyrosequencing is a real time primer extension process of genotyping. This protocol 
20 takes double-stranded, biotinylated PCR products from genomic DNA samples and binds 
them to streptavidin beads. These beads are then denatured producing single stranded bound 
DNA. SNPs are characterized utilizing a technique based on an indirect bioluminometric 
assay of pyrophosphate (PPi) that is released from each dNTP upon DNA chain elongation. 
Following Klenow polymerase-mediated base incorporation, PPi is released and used as a 
25 substrate, together with adenosine 5-phosphosuliate (APS), for ATP sulfiirylase, which 
results in the formation of ATP. Subsequently, the ATP accomplishes the conversion of 
hiciferin to its oxi-derivative by the action of luciferase. The ensuing light output becomes 
proportional to the number of added bases, up to about four bases. To allow processivity of 
the method dNTP excess is degraded by apyrase, which is also present in the starting 
30 reaction mixture, so that only dNTPs are added to the template during the sequencing. The 
process has been fully automated and adapted to a 96-well format, which allows rapid 
. screening of large SNP panels. 
Results 
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The DNA and protein sequences for the novel single nucleotide polymorphic variants 
of the Acetyl-Coenzyme A acyhxansferase 2-like gene of CuraGen Acc. No. CG181387-01 
are reported in Table D10. Variants are reported individually but any combination of all or a 
select subset of variants axe also included. In Table D10, the positions of the variant bases 
5 and the variant amino acid residues are underlined. In summary, there are 6 variants reported 
in Table D10. Variant 13380063 is an A to G SNP at 697 bp of the nucleotide sequence that 
results in a Met to Val change at amino acid 217 of protein sequence, variant 13380064 is an 
A to G SNP at 1250 bp of the nucleotide sequence that results in no change in the protein 
sequence since the SNP is not in the amino acid coding region, variant 13380065 is an A to 
10 G SNP at 1451 bp of the nucleotide sequence that results in no change in the protein 

sequence since the SNP is not in the amino acid coding region, variant 13380066 is a C to T 
SNP at 1466 bp of the nucleotide sequence that results in no change in the protein sequence 
since the SNP is not in the amino acid coding region, variant 1 33 80067 is an A to C SNP at 
1525 bp of the nucleotide sequence feat results in no change in the protein sequence since fee 
15 SNP is not in fee amino acid coding region, and variant 13380068 is a T to C SNP at 1550 
bp of fee nucleotide sequence that results in no change in fee protein sequence since the SNP 
is not in fee amino acid coding region. 

Table D10. Variants of nucleotide sequence Acc No. CG181387-01 (SEQ ID NO:29) 



Variant 


Nucleotides 


Amino Acids 


Position 


Initial 


Modified 


Position 


Initial 


Modified 


13380063 


697 


A 


G 


217 


Met 


Val 


13380064 


1250 


A 


G 


0 






13380065 


1451 


A 


G 


0 






13380066 


1466 


C 


T 


0 






13380067 


1525 


A 


C 


0 






13380068 


1550 


T 


C 


0 







20 

Table Dll. Sequences of Variants 

Table Dl 1 Al . Nucleotide sequence of variant 13380063 NOV4aln (underlined). A/G 
(SEQIDNO:155) 

401 GMiCCGJiM&CPm^ 

481 GAAGftTXVA'riL/mX^iTVTC^ 

561 ACRCAAAATAAGCRGnGARGAMXn^ 
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641 ACTTTAATG^^ 

801 GGG TQTAG CIX^ ^ 

961 AAGAA AG(3kGG ACTGAGTCTTAA^^ 
1041 gftGGAGTlTOamJTfflWaaaftO 
1121 GATCAAGAATTACTGCACACC^ 
1201 GGTGGC CAAGGTATTGCTGTCRTC7OT 
1281 CTTGGCCAGGCCACaGTAAA^ 
1361 AACTTTCATCAAGCa^ 
1441 TGAACXIAGTGAAATATGATGTAITTCTGAGC^ 
1521 AACCRCCftCT 

Table Dl 1 A2. Protein sequence of variant NOV4alp (underlined). (SEQ ID NO:156) 

1 MRLLRGVFVVaAKl^^ ' 
61 K^PALTINRIiCGSGFQSXVNGCQ^ 

161 MMmBin/rvKHKisra 

241 KDGTVTAGK7VSGVADGAGA\aiASEDAVKKHNFTP^ 
321 BAFAPQfYIAVBRSLOIgISK3MV^^ 

Table Dl 1 A3. Alteration efFect — 



MettoVal 



Table Dl IB 1. Nucleotide sequence of variant 13380064 NOV4a2n (underlined) A/G 
(SEQIDNO:lS7) 



GOgTCCCCCACAC CftC3U38^^ 

TCCTRAGCGgAOGCCCTntjGftGCTTft^ 

AGGCTGCCTTGTCTGCTGGCAAAGTCTX3U^^ 

CTGTGCTTCTGCTTTTCAG^^ 

GAAGA^TTCTTTATGGGTATCATTAA^ 

CCCCRAACCACCe TG^^ 

GAATTGTGGGCTACTTTGTATCTGGATC^^ 

AAGAA AGCR GG7CTGAGTCTTAAGGAC3VTG^ 

GAGGAtOTTGGATCTTGACATAA^^ 

QATCAAGAATTACTGCACACCTCGTro 

GGTGGCCAAGOTATTCKrnJIXZATCATTC 

CT TQQCC» GGCCACMraAAA&CA^ 

AAGTTTGATCAAGCCATGGTGACAC^ 

TGAACCftGTGAAAl^TGATGTATTTCTQAGCTAA 



i 

81 
161 
241 
321 
401 
481 
561 
641 
721 
801 
881 
961 
1041 
1121 
1201 
1281 
1361 
1441 
1521 



Table D11B2. Protein sequence of variant NOV4a2p (underlined). (SEQ ID NO:158) 

81 KETPAI*TINmXX3SGPQSrsWGCQSICVKE7kBVVLC^^ 
161 MAfrTmBHLTVKHKISRKBCDKS^^ 




None 



Table D11C1. Nucleotide sequence of variant 13380065 NOV4a3n (underlined). A/G 
(SEQIDNO:159) 

81 TXXm*BCGJ&CGCL^ 
161 AGGCTGCCttVltnt^^ 
241 GATGCTAXATATrit^^ 

321 erorGbnuvKsgrrTTC^^ 

401 GftACCGAAftGCATGAGCCAAC^IXX^ 

481 GAAGATTCTTTftTGGGTATCATEAACftGATCAGC^ 

561 ACAG^ 

641 ACTTTAATGATGAAATGCa^ 

721 CCCOUU^ CCACCCTGGAACAGTTAC^ 

801 GGGTgrMKTOfflGGTW 
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961 AAGAAAGCAGG^ 
1041 GM3GI ^riPl\A& XirrSGbCtt 
1121 GATCAAGAATTACTGCACACCTGGTrCA 
1201 GGTGGCCRAGGTA y iT XW lXa'gCRTTCftGgU^ 
1281 CTTGGCCAGGCX3fcC»GTAAAAC3^AG^^ 
1361 AAGTTTGATCAACXXIATGGTGACACAAAAAT^ 
1441 TGAACCAOTtSGAATA l tj A ltAt ATl ' ^ 

Table Dl 1 C2. Protein sequence of variant NOV4a3p (underlined). (SEQ ID NO.160) 



1 MRLLRGVFVVAAKKTPFGAYGGId^ 
81 KBTPMiTIimLCGSOFQSIVKGCQBICVKBABVVLO^^ 
161 MAMTAE^TVKHKISRKBOTOAIjQSQQRWCA^ 

241 KTHTTVTfl (?KA SGVflrGAGft YT T^ggnaVKTCTOTPTPT 1 Vti V WSGPDPS TMRTn PVPAT SGAI,KlP^Tr>ST JCDMDIiVgVN 
321 EAPAPQYIAVKRSlPIJISKTHVlKSGRXMiGHPI^GSGSRITAHLV^ IQSTA 



Table Dl 1C3. Alteration effect 
None 



Table Dl 1D1. Nucleotide sequence of variant 13380066 NOV4a4n (underlined). C/T 
(SEQIDNO:161) 

1 GCGTCCCCCACACG 
81 TGCTAASCXtAACSCCCITTGGRGCTTACGGSWSGCC^ 

241 GATGCTAlATAlJTTCGCAftGGCA^ 

32i cTCitxmxr it^rrrro M^^ 

481 GRAGR, Tltri " I ' 17 atJ(JCfmiX a TTAA 
561 ACACAAAATAAK3tf3AGAA^ 

641 ACTTTAATGATGAAATGGCAIXIAATTG^ CTCGG 
721 CCCXaAACCACCCTO(3Utf3U3T17UaGAA 
801 GGGTGTAGCTGAsTGGTGCFGGAGCTGTTATCA^ 

961 aagaaag^^ 

1041 (3tf5GAGTTTG(»TCTTGACAT^^ 

1121 GATCAAGAATTACTGCRCACCTGGTTCACGA^ CTTGCATTGGA 

1201 GGTGGCCAAGGT7mtX3tntMCATTCftGAO 

1281 CTTGGCCAGGCCACAGTAAAACAACTGACCr^^ 

1361 ATUJl'riXJATOVftCKXATGGTGAC^ 

1441 TGAACCAGTGAAATATOATGTATTTTrGAGCTA^ 

1521 AACOlCCAL^ri^lXAA^t^TAC^ 



Table D11D2. Protein sequence of variant NOV4a4p (underlined). (SEQ ID NO: 162) 

1 MRLLRGVFVVAAKR^PGAyGGIiLKDFrATDIjS KFAAKAAIjSAGKVS PETVDSVIMGHVIjQSS SDAJYLARHVGIjRVG I P 
81 KETPALTINRIjCGSGFQSIVNGCQBI CVKBAJ^^ 
161 MAMTAENLTVKHRI SRBBCDKYALQSQQR>ntAANnAGYFNDEMAPl K V KTKJU^U'1T*^BHARPQTTLEQLQKI^PVFK 
241 KDGTVTAGHASGVADGAGAVI IASBnAVKKHNFTPIARIVGYFVSGCDPSIKOIGPVPAI SGALKKAGI*SUCDMDLVKV1I 
321 gftgaggTOWggglj^^ 



Table Dl 1D3. Alteration effect 
None 



Table Dl 1E1. Nucleotide sequence of variant 13380067 NOV4a5n (underlined). A/C 

(SEQIDNO:163) 

i -— ■ 

81 TGCI7^AGCGAACGCCCrTTGGAGCrTACGGA<^ 
161 AGGCnX^VlUtaiat^rOGCAAAGTCI^^ 

321 CTOTQGTTCTGGTITTOkGTCCATT^ 

481 GAAGATTCl'TTATGGGTATCATTAACAGATC^ 
561 ACACAAAWEAflGCAGAGAAGAATOT 
641 ACTTTAATGATGAAATGGCACCAATTGAAGTGAAC^C^ 
721 CCCCAAACCACXXTTCGAACAGTIACAGAAAC^ 
801 GGGTGTAGCTGA lX^ X tX T G CaAGCTGTTATCATft 
881 GAATTgltSGGCTAlTTllfTATCT^ 
961 AAGAAAGCAGGACTGBOTCTTAAG6ACATGGA3TT 
1041 GAGGAGTTTGt^TCrrFGACATAACTAAAACC?^ 
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1121 (^TCAAGAATTACTGCftCACX^ 
1201 GGTGGCCZUUSGTAraXnt*^^^ 
1281 CPTGGCC3fflG03W3MnWlftACAJWG^ 
1251 AAGlTO Ga TCMGCCft!IQG?TGftC3tf^ 
1441 TGAft(X3tfSIOAftAXATGATOTftTTTCT^ 

1521 AACLVtXALTlVltJCiyDMS^^ 

Table D11B2. Protein sequence of variant NOV4a5p (underlined). (SEQ ID NO:164) 

1 MRLLRGV FWAAKRT PFGA YGGLiLKDFTATDIiS BFAAKAALSAGKVS PKTVDSVIMGNVTiQSSSDAI YIiARHVGLRVGI P 
81 KETPALTINRTfT^^FQSrVHGCQKICVKBASVVLCGGTB^ 
161 MAHTABNI.TVKHiaSRBBCDKYMiQ^^ 

241 IOX3TVTAGNAS8VADGAGAVI IASEDAVXKHNFTPIWUUVGYPVSGCDPSra 
321 BAFAPQYIAVKRSLDLDISK3MV»^^ 

Table Dl 1E3. Alteration effect 



None 



Table Dl 1F1. Nucleotide sequence of variant 13380068 NOV4a6n (underlined). T/C 
(SEQIDNO:16S) 



1 GOGTCCCCCACACCACftGACCCitXXaXSCCG^^ 
81 TGCTAAGCXSRRC(KXXTTTGGAGCTTROG 
161 AGGCTGCCTTGTCTGCTGGCAAAGTCTCAC^^ 
241 GATGCT^CATATTTGGCAAGGCATGITGGTTIG^ 
321 CTQ T GGTT CT QG TT T T CMyTCO kT T CT G 
401 GAACCGAAACX3\TGAGCCAAGCTCCCT7^ 
481 GAAGATTCTTTATGGGTA!K3VTTAACAGATCA^ 
561 ACACAAAAT7UVGCAGAGAA(S^TGTGACAAA3^ 
641 ACITTAATGATQAAATGGCACCAATTGAAGTGAAG^ 
721 CCCOUACCACCCTGGWUZAGTTAC^ 
801 GGGTGTAGCTGATGGTGCTGGJWSCTtn^ 
881 G7WTTGTGGG CTAXTrTTGTATCTGGATGTGAT 
961 AAGAAAGCAGQACTGAGTCTTAAGGACATGGATTTGGT^ 
1041 GJtfSGAGTTTGGATCTTGACAT 
1121 GATCAAGAATTACTGCAC3VCCTGGTTCA 
1201 GGTGGCCA7VGGTATTGCTGTCATCATTC 
1281 CTTGGCC^kGGCCACACTAAA^ 
1361 AWTTTTGjmMGCCATGGTGACACA^ 
1441 TGAACCAGTGAAATATGATGTATTTCTQA£XrrAAAAC^ 
1521 AACX^ACCACTTCTGCCTTAGATAATATGACT 



Table Dl 1F2. Protein sequence of variant NOV4a6p (underlined). (SEQ ID NO:166) 



1 MRIiIllGVFVVAAKRTPFGAYGGLIiKDFTA 
81 KETPALTINWjCXSSGFQSIVNGCQEICVKE^ 
161 KAKTAKNIiTVKHXISREBCDKY?aQSQQRW 

241 KDCnVTAGHASGVWXSAGAVI IASEDAV KKHN PTPIARXVGYFVSGCDPS IMGIGPVPAI SGAIiKKAGLSIjKDMDI*VEVN 
321 BAFAP<mAVgRSIiPIJ>ISKTNVBGG^^ 



Table D11F3. Alteration effect 
None 



Example D6. Expression Profile of the Human Acetyl-Coenzyme A acyltransf erase 2 
Gene 

5 The protocol for quantitative expression analysis is disclosed in Example Q9. 

Expression of gene CG181387-01 and CGI 81387-02 was assessed using the primer- 
probe set Ag6643, described in Table D13. Results ofthe RTQ-PCR runs are shown in 
Tables D14 and D15. 

Table D13 . Probe Name Ag6643 
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Prim prc 




Length 


Start 
Position 


SEQID 
No 


Forward 


5 1 -tactgtaaaacacaaaataagcagagaag-3 1 


29 


552 


194 


Probe 


TET-5 1 -aatatgccctgcagtcacagcagaga-3 • - 
TAMRA 


26 


590 


195 


Reverse 


5 1 -atcattaaagtagccagcatcattag-3 1 r 


26 


626 


196 



Table D14 . General screening panel vl.6 



Tissue Name 


Tr> i n /a/\ a ^ y a <\ 

Rel. £xp.(%) Ago643, 

pnn 7777^0^7 


Tissue Name 


ReL Exp.(%) Ag6643, 

p nn 7777^£OjC7 


Adipose 


12.8 


Renal ca.TK-10 


72. 


Melanoma* 


19.5 ! 


Bladder 


253 


Melanoma* 
Hs688fl3VT 


18.4 


: 7T- 7" 

Gastnc ca. (liver met.) 

NCI-N87 


13.6 


Melanoma* Ml4 


11.5 


Gastric ca. KATO III 


100.0 


Melanoma* 
LOXIMVI 


11.3 


Colon ca.SW-948 


9.5 


Melanoma* oxv- 
MEL-5 


17.1 


Colon ca. SW480 


22.4 


Squamous cell 
carcinoma SCC-4 


0.5 


Colon ca.* (SW480 
met)SW620 


14.9 


testis rool 


6.0 


Colon ca HT29 


13.9 


Prostate ca* (bone 
met) 


4.3 


Colon caHCT-1 16 


5.4 


Prostate Pool 


4.0 


Colon ca. CaCo-2 


45.1 


Placenta 


3.0 


Colon cancer tissue 


133 


Uterus Pool 


1.6 


Colon caSWl 116 


2.7 


Ovarian ca. 
OVCAR-3 


6.6 


Colon ca Colo-205 


5.6 


uvanan ca. oj^ru v - 
3 


0.4 


Colon caSW-48 


15.0 


Ovarian ca. 
OVCAR-4 


4.0 


Colon Pool 


5.1 


Ovarian ca. 
OVCAR-5 


13.6 


Small Intestine Pool 


33 


Ovarian calGROV- 
1 


63 


Stomach Pool 


2.6 


Ovarian ca. 
OVCAR-8 


1.4 


Bone Marrow Pool 


2.6 


Ovary 


53 


Fetal Heart 


12.7 


Breast ca.MCF-7 


7.7 


Heart Pool 


11.0 


Breast ca. MDA- 
MB-231 


13.1 


Lymph Node Pool 


5.6 
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Breast ca. BT 549 


283 


Fetal Skeletal Muscle 


1 72 


creasi Co- xt/xJ 


A O 


oKeietal Muscle Pool 


5.0 


Breast ca MDA-N 


8.8 


Spleen Pool 


2.5 


Breast Pool 


5.4 


Thymus Pool 


3.9 


Trachea 


1.7 


CNS cancer (glio/astro) 
U87-MG 


7.8 


Lung 


1.7 


CNS cancer (glio/astro) 
U-118-MG 


21.3 


Fetal Lung 


9.3 


CNS cancer 
(neuropnet) SK-N-AS 


22.1 


Lung ca. NCI-N417 


62 


CNS cancer (astro) SF- 
539 


0 3 


Lung ca. LX-1 


19.8 


CNS cancer (astro) 
SNB-75 




Lungca.Na.H146 


31.9 


CNS cancer (glio) 
SNB-19 


5.8 


Lung ca. SHP-77 


. 35.6 


CNS cancer (gho) SF- 
295 


92 


T _____ _ _. A C A f\ 

Lung ca. A549 


21.8 


Braui (Amygdala) Pool 


4.i 


Lung ca. NCI-H526 


9.0 


Brain (cerebellum) 


4.8 


Lung ca. NCI-H23 


12.9 


Brain (fetal) 


3.9 


Lung ca. NCI-H460 


10.0 


Brain (Hippocampus) 
Pool 


5.7 


Lung ca. HOP-62 


3.8 


Cerebral Cortex Pool 


4.5 


Lungca.NCI-H522 


24.5 


Brain (Substantia 

Til OTTO 1 P/VTil 


3.4 


Liver 


15? fi 

lO.O 


orain ^ l naianius ) Jrooi 


o.z 


Fetal Liver 

A. WWiU «A_rl T vl 




OIcUXl yWQOLCj 


O.l 


Liver ca_ TTenCr2 




OpiUdl va)R1 JTOOi 


!>.0 


Kidney Pool 


6.9 


Adrenal Gland 


11.9 


Fetal Kidney 


23.3 


Pituitary gland Pool 


2.1 


Renal ca. 786-0 


77 


-raiivaiy VJlctULl 


1 A 
l.U 


Renal ca. A498 


1.1 


Thyroid (female) 


6.6 


Renal ca. ACHN 


4.2 j 


Pancreatic ca 
CAPAN2 


10.9 


Renal ca.UO-31 


16.6 


Pancreas Pool 


63 



Table D15. Panel 5 Islet 



Tissue Name 


Rel. Exp.(%) 
Ag6643, Run 
279519414 


Tissue Name 


ReLExp.(%) 
Ag6643,Run 
279519414 


97457_Patient- 
02go adipose 


22.5 


94709_Donor 2 AM - Ajadipose 


45.1 


97476_Patient- 


0.0 


94710_Donor2AM-B adipose 


25.7 
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07sk skeletal muscle 








97477JPatient- 
07ut uterus 


6.0 


9471 l_Donor 2 AM - C_adipose 


213 


97478_Patient- 
07pl_placenta 


9.8 


94712_Donor 2 AD - A_adipose 


49.7 


99167J3ayer Patient 1 


20S 


94713_Donor 2 AD - B_adipose 


70.7 


97482 J>atient- 
08ut uterus 




04714 Donnr? AT) . C arfmnv 


&(\ 7 
OU. / 


97483 jPatient- 
08pl_placenta 


U.v 


94742 J>onor3U- 
AMesenchymal Stem Cells 




97486JPatient- 
09sk_skeletal muscle 


Oil 


94743 J>onor3U- 
B_Mesenchymal Stem Cells 


1Z./ 


97487J?atient- 
09ut uterus 


u./ 


_Jl/\JU\J1 J /VIY1 - /\__aQipOSc 




97488_Paiient- 
09pljplacenta 


A < 


/3i^jL/onor 3 i\ivi - rsjaaipose 


Oo.3 


97492 JPatient- 
lOututerus 




y*»/jw6_jLionor 3 am - ^ adipose 


74.2 


97493_Patient- 
10pl_j)lacenta 


1 Q O 


y4/33_JDonor 3 AD - A_ adipose 


100.0 


97495 JPatient- 
llgo_adipose 


o /c 
y.O 


y4/j4_JDonor 3 AD - B_aaipose 


90.8 


97496 J>atient- 
llsk skeletal muscle 


t < A 

1 j.4 


y4/3*>_JJonor 3 AD - u_aaipose 


29.3 


97497 _Patient- 
llut uterus 


1Z.3 


/ / 1 3 o_JLiver_Hep02untreaiea 


59.5 


97498 JPatient- 
llpl_placenta k 


1 1 

3.1 


73556_Heart_Cardiac stromal 
cells (primary) 


5.6 


97500_Patient- 
12go_adipose 




oJ /3o_omaJJ intestine 


32.8 


97501_Patient- 
12sk skeletal muscle 


^1 A 

J 1.4 


72409_KidneyJProximal 
Convoluted Tubule 


40.3 


97502JPatient- 
12ut uterus 


13.6 


82685_Small intestineDuodemim 


50.3 


97503_Patient- 
12pl_placenta 


10.4 


90650_Adrenal_Adrenocortical 
adenoma 


6.0 


94721_Donor2U- 
A Mesenchymal Stem 
Cells 


37.1 


72410_Kidney_HRCE 


15.4 


94722 JDonor2U- 
B Mesenchymal Stem 
Cells 


243 


72411JCidney_HRE 


16.0 


94723_Donor2U- 
C Mesenchymal Stem 
Cells 


36.1 


73 1 39_Utenis JUterine smooth 
muscle cells 


5.1 
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General screening panel vl.6 Summary: Ag6643 Highest expression of this gene was 
detected in a gastric cancer KATO m cell line (CT=24.2). Moderate to higji levels of 
expression of this gene were also seen in cluster of cancer cell lines derived from pancreatic, 
gastric, colon, lung, liver, renal, breast, ovarian, prostate, melanoma and brain cancers. Thus, 
5 expression ofthis gene could be used as a marker to detect the presence of these cancers. 
Therapeutic modulation ofthis gene, expressed protein and/or use of antibodies or small 
molecule drug? targeting the gene or gene product may be useful in the treatment of 
pancreatic, gastric, colon, lung, liver, renal, breast, ovarian, prostate, squamous cell 
carcinoma, melanoma and brain cancers. 

10 Among tissues with metabolic or endocrine function, this gene was expressed at moderate to 
high levels in pancreas, adipose, adrenal gland, thyroid, pituitary gland, skeletal muscle, 
heart, liver and the gastrointestinal tract Therapeutic modulation of this gene, expressed 
protein and/or use of antibodies or small molecule drugs targeting the gene or gene product 
may be useful in the treatment of endocrine/metabolically related diseases, such as obesity 

15 and diabetes. 

In addition, this gene was expressed at moderate levels in all regions of the central nervous 
system examined, including amygdala, hippocampus, substantia nigra, thalamus, cerebellum, 
cerebral cortex, and spinal cord. Therapeutic modulation ofthis gene, expressed protein 
and/or use of antibodies or small molecule drugs targeting the gene or gene product may be 
20 useful in the treatment of central nervous system disorders such as Alzheimer's disease, 
Parkinson's disease, epilepsy, multiple sclerosis, schizophrenia and depression. 

Panel 5 Islet Summary: Ag6643 Highest expression ofthis gene was detected in 
differentiated adipose (CT=28.2). High expression of this gene was seen in midway and fully 
differentiated adipose tissue, in addition moderate levels of expression ofthis gene was also 
25 detected in islet cells, skeletal muscle, small intestine and heart 

Example D7. Assays for Modulators of Acetyl-Coenzyme A acyltransf erase 2 

One potential assay that may be used to screen for modulators of Acetyl-Coenzyme 
30 A acyltransferase 2 is to measure acetoacetyl-CoA cleavage by an optical assay following 
the decrease of the enol and chelate form of acetoacetyl-CoA by absorption measurement at 
305 nm as described Beradt H, Schlegel HG. Kinetics and properties of beta-ketothiolase 
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from Clostridium pasteurianum. Arch Microbiol. 1975 Mar 12;103(l):21-30, PMID: 
240336). 



Another potential assay that may be used to screen for modulators of Acetyl- 
5 Coenzyme A acyltransferase 2 is the measurement of NAD+/NADH production in a reaction 
coupled with the conversion reaction of 3-hydroxyacyl CoA to 3-oxoacyl CoA by the next 
mitochondrial enzyme (Barycki JJ, O'Brien LK, Bratt JM, Zhang R, Sanishvili R, Strauss 
AW, Banaszak U. Biochemical characterization and crystal structure determination of 
human heart short chain L-3-hydroxyacyl-CoA dehydrogenase provide insights into catalytic 
10 mechanism. Biochemistry. 1999 May 4^8(1 8):5786-98. PMID: 10231530). 

Our results indicate that a modulator of ACAA2 activity, such as an inhibitor, 
activator, antagonist, or agonist of ACAA2 may be useful for treatment of such disorders as 
obesity, diabetes, and insulin resistance, as well as for enhancement of insulin secretion. 

15 

E. NOV5 - PHOSPHOGLYCERATE MUTASE 2 



Phospho glyccrate mutase is a dimeric enzyme containing, in different tissues, various 
proportions of a slow-migrating (PGM2) isoenzyme and a fast-migrating brain (PGM1) 
20 isoenzyme, which are encoded by different genes. PGM1 is a ubiquitously expressed 

isoenzyme with highest expression in the brain, hi contrast, PGM2 is expressed specifically 
in skeletal muscle. Phdsphoglycerate mutase is an enzyme involved in the second step of 
glycolysis (conversion of glyceraldehydes 3-phopshate to pyruvate). Complete deficiency in 
PGM2 leads to a muscle phenotype associated with mild myopathy and exercise intolerance 
. 25 (Tsujino S, Shanske S, Sakoda S, Fenichel G, DiMauro S. The molecular genetic basis of 
muscle phosphoglycerate mutase (PGAM) deficiency. (1993) Am. J. Hum. Genet 
52(3):472-7 PMID: 8447317). This phenotype may promote energy expenditure in a 
diabetic/obese condition. 

30 We have found that most of the enzymes involved in the second step of glycolysis are 

up-regulated in diabetic skeletal muscle. This is consistent with the literature data which 
demonstrated an increase in glycolytic enzyme activity and a decrease in oxidative enzyme 
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activity in the skeletal muscle from diabetic/obese patients (Simoneau JA, KelleyDE. 

Altered glycolytic and oxidative capacities of skeletal muscle contribute to insulin resistance 

inNIDDM. (1997) J. Appl. Physiol. 83(1):166-71 PM1D: 9216960). Disbalance of 

glycolytic/oxidative capacity may increase the lipid content and consequentially lead to the 

5 development of insulin resistance in skeletal muscle. 

Our differential expression (GeneCalling®) data shows the up-regulation of PGM1 in 
soleus muscle in diabetic compared to non-diabetic animals. PGM1 was found expressed 
more in glycolytic then in oxidative muscle fiber. RTQ-PCR results demonstrate that PGM2 
10 is specifically expressed in muscle tissue and up-regulated in insulin resistant skeletal muscle 
from patients with Gestational Diabetes. Up-regulation of both PGM1 and PGM2 detected in 
our studies would contribute to increase in glycolytic muscle edacity described in diabetic 
conditions. 

Figure 3 suggests how alterations in expression of the human Phosphoglycerate 
mutase 2 and associated gene products function in the etiology and pathogenesis of obesity 
and/or diabetes. The scheme incorporates the unique findings of our studies in conjunction 
with what has been reported in the literature. 

Figure 4 summarizes the biochemistry surrounding the human Phosphoglycerate 
mutase 2 and potential assays that may be used to screen for antibody therapeutics or small 
molecule drugs to treat obesity and/or diabetes. In the presence of 2>biphosphoglycerate, 
phosphoglycerate mutase catalyses the interconversion between 3-phosphoglycerate and 2- 
phosphoglycerate, the third step in conversion of glyc«aldehydes-3-phosphate to pyruvate: 

3-Phosphoglycerate U 2-phospoglycerate 

Activation of glycolysis can contribute to disproportional increase in glycolytic 
capacity in diabetic skeletal muscle and development of insulin resistance. Because of 
specific expression of PGM2 in skeletal muscle, its inhibition may restore the energy balance 
and favor the oxidative muscle phenotype with minimal effect on glycolysis in other tissues. 
Tie outcome of inhibiting the action of the human Phosphoglycerate mutase 2 would be a 
reduction of Insulin Resistance, a major problem in obesity and/or diabetes. Thus, an 
antagonist or an inhibitor of PGM2 may be used for the treatment of obesity and/or diabetes. 
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Cell lines expressing the Phosphoglycerate mutase 2 are described in the RTQ-PCR 

results described herein. These and other Phosphoglycerate mutase 2 expressing cell lines 

could be used for screening purposes. The assay for measurement of phosphoglycerate 

mutase activity and the selective inhibitor for PGM2 have been described in literature (see 

5 for example White MF, Fothergill-Gilmore LADevelopment of a mutagenesis, expression 
and purification system for yeast phosphoglycerate mutase. Investigation of the role of 
active-site Hisl81.Eur J Biochem. 1992 Jul 15;207(2):709-14. PMBD: 1386023, Rigden DJ, 
Walter RA, Phillips SE, FothergiU-Gilmore iAPolyanionic inhibitors of phosphoglycerate 
mutase: combined structural and biochemical analysisJ Mol Biol. 1999 Jun 18;289(4):691-9. 

10 PMID: 10369755). 

Furthermore, our results indicate that a modulator of Phosphoglycerate mutase 2 
activity, such as an inhibitor, activator, antagonist, or agonist of Phosphoglycerate mutase 2 
may be useful for treatment of such disorders as obesity, diabetes, and insulin resistance, as 
1 5 well as for enhancement of insulin secretion. 



Discovery Process 

20 The disregulation of PGM1 isoform in diet induced obesity study suggests that the 

increase in phosphoglycerate mutase activity in skeletal muscle may contribute to the 
development of insulin resistance and diabetes. Based on expression data, we propose 
PGM2, major skeletal muscle isoform of phosphoglycerate mutase, CG186640-02 - encoded 
protein and any variants, thereof, as being suitable as diagnostic markers, targets for an 

25 antibody therapeutic and targets for a small molecule drugs for Obesity and Diabetes. 
Dysregulation of PGM1 gene in GeneCalling® study described below is supportive for 
disease rationale for phosphoglycerate mutase isoform 2. 

The following sections describe the study design(s) and the techniques used to 
identify the Phosphoglycerate mutase 2 - encoded protein and any variants, thereof as being 

30 suitable as diagnostic markers, targets for an antibody therapeutic and targets for a small 
molecule drugs for Obesity and Diabetes. 

Example £1. Mouse Dietary-Induced Obesity 
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A protocol for Mouse Dietary-Induced Obesity study is disclosed in Example Ql . 

The predominant cause for obesity in clinical populations is excess caloric intake. 
5 This so-called diet-induced obesity (DIO) is mimicked in animal models (mouse strain 
C57BL/6J) by feeding high fat diets of greater than 40% fat content The DIO study was 
established to identify the gene expression changes contributing to the development and 
progression of diet-induced obesity. Jn addition, the study design sought to identify the 
factors that lead to the ability of certain individuals to resist the effects of a high fat diet and 

1 0 thereby prevent obesity. The sample groups for the study had body weights +1 SIX, + 4 
S.D. and + 7 S JD. of the chow-fed controls, hi addition, the biochemical profile of fee + 7 
S JD. mice revealed a further stratification of these animals into mice that retained a normal 
glycemic profile in spite of obesity and mice that demonstrated hyperglycemia. Tissues 
examined included hypothalamus, brainstem, liver, retroperitoneal white adipose tissue 

1 5 (WAT), epididymal WAT, brown adipose tissue (BAT), gastrocnemius muscle (fast twitch 
skeletal muscle) and soleus muscle (slow twitch skeletal muscle). The differential gene 
expression profiles for these tissues revealed genes and pathways that can be used as 
therapeutic targets for obesity. Protocol for differential gene expression analysis, 
GeneCalling®, is disclosed in Example Q7. 

20 

Results 

A fragment of the mouse Phosphoglycerate mutase 1 gene was initially found to be 
up-regulated by 2.7 fold in the soleus muscle of hyperglycemic (hgsd7, diabetic) mice 

25 relative to euglycemic (sdl, normal control) mice using CuraGen's GeneCalling® method of 
differential gene expression (Table El shows the alignment of the PGM1 and PGM2 protein 
sequences wife PGM1 protein sequence shown separately in Table E2). A differentially 
expressed mouse gene fragment migrating, at approximately 1 53 nucleotides in length was 
definitively identified as a component of the mouse Phosphoglycerate mutase 1 cDNA. The 

30 method of comparative PGR was used for conformation of the gene assessment The 
electropherographic peaks corresponding to the gene fragment of the mouse 
Phosphoglycerate mutase 1 were ablated when a gene-specific primer (shown in Table E3) 
competes wife primers in the linker-adaptors during fee PCR amplification. The peaks at 
153 nt in length were ablated in fee sample from both fee hyperglycemic and euglycemic 
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mice. A gene fragment of the mouse Phosphoglycerate mutase 1 was also found to be 
upregulated by approximately 2 fold in the gastrocnemius (glycolytic) muscle relative to 
slow twitch (oxidative) muscle fiber of obese hyperglycemic mice. These data show that 
phosphoglycerate mutase may be involved in the development of diabetes/obesity and its 
5 modulation, such as inhibition, may be beneficial for the treatment of these diseases. 



Table Bl. Alignment (ClustalW) of the protein sequences of human Phosphoglycerate 
mutase 2 (CGI 86640-02; SEQ ID NO:46) and Phosphoglycerate mutase 1 (CGI 1 5294- i 
02;SEQIDNO:197). 








Slllilillii 


^^^^^^^^^^^^^^^^^^^^^ 6^3^ 



Table E2. Protein sequence of Phosphoglycerate mutase 1 (PGM1) (CGI 15294-02; SEQ 

IPNO:197) 

CG115294-02 (SEQ ID NO:197) 

AAYKLVLIRHGESAWNLENRFSGWYDAD 
FI^QKRAIRTLWTVIJDAIDQMWIJPVW 
EAQVKIWRRSYDWPPPMEPDHPFYSNISKDRRYADLTEDQI^ 
PFWNEEIWQIKEGKRVIIAAHGNSI^ 

KISnLKPIKPMQFLGDE 

Table E3. The direct sequence of the 153 nucleotide-long gene fragment and the gene- 
specific primers used for competitive PGR are indicated on the cDNA sequence of the 
Phosphoglycerate mutase 1 fragment (SEQ ID NO:198) are shown below in bold. The 

gene-specific primers at the 5' and 3* ends of the fragment are underlined. 

Gene Sequence (fragment from 80 to 233 in bold, band size: 154) 

. 1 AGGCGACGOG GCGGGCAGGC GTTGCGAGAT GCTGGCTATG AATTTGACAT CTGCTTCACC I 
61 TCTGTGCAGA AGAGAGCAAT CCGGACCCTC TQQACAGTCC TGGATGC^AT TQACCAGATG 
121 TGGTTGOCaS TCGTCAGGAC TTGGCGCCTC AATG&GCGAC ACTATGGCGG TCTGACAGGT 
181 CTCAACAAAfl CRflAAACTGC TGCTAAGCAA TQOTQftGGCC C&QQTP &ar * a TCTGGAAAQg 



241 ATCTTATGAT 6TCCCACCGG CTCCCRTTGG ACCCTGATTA ACCCTTTCTA CAGCAACATT 
301 CAGCAAGGAA TCGCAGGTAC GCAGAACCTT ACTGAAAGAC COGCTTCCCC TCCTGT 



(gene length is 356, only region from 1 to 356 shown) 
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Example £2. Identification of Human Sequence of Phosphoglycerate mutase 2 

5 The sequence of Human Phosphoglycerate mutase 2 (Acc. No. CGI 86640-02) was 

derived by laboratory cloning of cDNA fragments, by in silico prediction of the sequence. 
cDNA fragments covering either the full length of the DNA sequence, or part of the 
sequence, or both, were cloned. In silico prediction was based on sequences available in 
QiraGen's proprietary sequence databases or in the public human sequence databases, and 

10 provided either the full-length DNA sequence, or some portion thereof. 

Table E4 shows an alignment (ChistalW) of the protein sequences of the human 
(CG186640-02; SEQ ID NO:46), rat (M31835; SEQ ID NO:199) and mouse (AF029843; 
BC010750; SEQ ID NO:200) versions of the Phosphoglycerate mutase 2. Table E5 shows 
15 sequences of rat (M31835; SEQ ID NO:199) and mouse (AF029843; BC010750; SEQ ID 
NO:200) versions of the Phosphoglycerate mutase 2. 



Table E4. An alignment (ClustalW) of the protein sequences of the human 
(CG186640-02; SEQ ID NO:46), rat (M31835; SEQ ID NO:199) and mouse (AF029843; 
BC010750; SEQ ID NO:200) versions of the Phosphoglycerate mutase 2. 






iBf^lSffftic R A I R 7 LV7 <j! LD^DQM^S? v V R7 \V R [yN E?HYGG L70^3 K A ET A AM H GEE 0 V jSsWRR 3 r D 




^^ti|||||5i|||§|||;|ag||||||;g: 





Table E5 sequences of rat (M31835; SEQ ID NO:199) and mouse (AF029843; 

BC010750; SEQ ID NO:200) versions of the Phosphoglycerate mutase 2. 

>PGM2 rat(M31835;SEQlPNO:199) 

MATHRLVMVRHGESSWNQENRFCGWFDAEI^B^GAEEAK^ 

TLWTIIJ>VTDQMWWVVRT^^ 

KHNYYASISKDMtYAGIXPE^ 

HIJEGMSPQAIMEUttJm^ 

>PGM2 mouse (AF029843; BC010750; SEQ ID Na200) 
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MTniRLVMVRHG^ 

TLWTILDVTOQMWWVVRTWRIJ^ERB^ 

KHNYYTSISKDIttYAG^ 

HI^GMSDQAIMEI^IJTCff^ 



The laboratory cloning was performed using one or more of the methods summarized 
in Example Q8. The NOV5 clone was analyzed, and the nucleotide and encoded polypeptide 
sequences are shown in Table E6. 



Table E6. NOV5 Sequence Analysis 


N0V5a, CG186640-02 j 
DNA Sequence 


SBQ ID NO: 45 


834 bp 


ORF Start: ATG at 36 


ORF Stop: TGA at 
795 



GGCGAGACGACATGGAACCWXIAGAACXZGTT^ 

6ACCGAGGAGGCCAAGCGGGQAGCCAAGGCCIATCA 

CCnX3VGTGCTGAAGCX3GGCCATC 

CCTGTGGTGTCCACTTGGCGCTTCAAra 

AAOX3Cax:CAAGCACXK3<K3^^ 

CGATGGAOSAGAAGCACCCCTACTAC^^ 

GGGGAACTCCCCACCTGCGAGAG^ 

GATTGTTCCCCAC^TCAAGGCCGt^^ 

TTCTCAACXIACCTGGAAGGK^TC 

ATTOTCTATGAGCTGAACA^^ 

GGTGCGGAAGGCCATGGAGGCTGTGGCTGTC^ 

AAAGGCACCTCCCCCAAC 



NOV5a, CG18664(M)2 
Protein f 



SEQ ID NO: 46 253 aa MW at 28849.9kD 



MATHRLVMVRHGETTWNQENRFOSW^ 
W 

AIIJX^TDQMWIiPWRTWRFNERHyGGLTO 
I 

SKKRRYAGLKPGKIiPTCESLKDTIARALPF^ 
A 

IMKLNLPTGIPTVYELNKBLK^^ 



NOV5b, 31 1980359 
DNA Sequence 



SEQ ID NO: 47 



ORF Start at 1 



786 bp 



ORF Stop: TGA at 784 



ACCATGG<^CATCATCACCACCATCA 
C 

ATGGAACCAGGAGAACCGTTTCTG^ 
G 

CX»AGa3GGGAGCCAAGGCCATCAAGGATG^ 
6 

AAGCGGGCCATCC26CACCCTCTOGGCCATCCT 
6 

CACTTGGCGCCTCAATGAGCGGCATT^^ 
A 

AGCACGGGGAGGAGCAGGTGAAGATCTGGAGGCGCT^ 
6 

AAGCACCCCTACTACAACTIXXATTAGCAAG 
C 

CACCIX5CXiAGAGCCTCAAGGACACCAT^ 
C 

AGATCAAGGCaKXaAGCGAGTGCTC^ 
C 

CTOGAAGGGATGTaVGAC^^ 
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GCTGAACAA£X3AGCTGAAG 
6 

(XAT6GA6GCTGTOGCTGCCCAGGGCAA6GCCAA6TG& 



NOV5b, 311980359 
Protein Sequence 



SEQIDNO:48 



|261aa jMWat 



29746.9fcD 



TMGH H HHPfHRTHRLVMVRHGBSTWNQBMRFCGWFPABIiS'^ KDAKMEFDICYTSV 
L 

KRAIRTLWAIIiMTDQMWIJ^^ 
B 

KHPYYNSISKKRRYAGIiKPGEIiPTC 
H 

LEGMSDQAIMELltLPTGIPr\nrK^ 



NOV5c,CG18664O-01 
ONA Sequence 



SEQH>NO:49 



OBFStHrt:ATGat67 



898 bp 



ORFStop:TGAat826 



AATTCGGTACGAGGGTTGGGAAGCAG^ 



GGCCACT(^a^K!CTCGTGATGGTCa3GCA 
6 

(xttccttosa^ 
a : 

GATGCCAAGATGGAGTTTGACATCTGC^ 
C 

C^TCCTGGACGGCACX3GACCAGATGlt^CTGC 
T 

ACGGGGGCCTCACAGGCCTCAACAAG 

c 

TGGAGGCGCTCCTTCGACATCC(^CGCa?C<^ 
G 

C^AGGAGCGTCGGTACGCaGGC 
A 

raccGGGcccTGcccrrr^^ 

C 

ATTGCAGCCCACGGGAACAGCCTGCGGGGCATTGT 
T 

CATGGAGCTGAACCTC<XCACGGGGAT^ 
A 



\CAAAAAAAAAAAAAAAAAAA 



AAAAAAAAAAAAGC 



NOVSc, CGI 86640-01 
Protein Sequence 



SEQIDNO: 50 253 aa MW at 28765 -9kD 



MATHRLVKTOHGESTWNQENRPCGVfPDAKLSEKCT CYTSVLKRAXRTL 
W 

AJIiDGTDQMWLFVVRTWRIi^^ 
I 

SKERRYAGIiKPGBLPTCESLKOT 
A 

IMELNLPTGIPrVYEr^NKKLKPT^ 



NOV5d, CGI 86640-03 
DNA Sequence 



SEQIDNO: 51 



ORP Start at 1 



763 bp 



QRF Stop: at 760 



ACCATGGCCACTCACCGCXrTOT 
T 

CTGTGGCTGGTTCGATGCAGAGCTGAGTGA 
A 

TCAAGGATCCCAAGATGGAGTTTCAC21TC 
C 
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TGGGCCATCCTGGAOSGCTVCGGACCAGATC^ 
G 

GCATTACGGGGGCCTCACAGGCCTC^ 
A 

AGATCTGQAGGCGCTCCTTCGACM?CCC6CCTC 
C 

ATTAGCAAGQA£KXmX^5TACGCAGGCCTC^ 
A 

CACCATTGCCCX5GGCCCT6CCCTTCTGG 
G 

T6CTCATTGCAGCCCACX5(X^ 
G 

GCGATCATGGAGCTGAACCTG<XX!ACGGGG 
C 



AGGGCAAGGCCAAGT 



NOV5d\ CGI 86640-03 
Protein Sequence 



TmTHRLVMVRHGBSTWNQENRPOSWFDAKLSKKGl^ 

WAILIXJTOQMWIiPVVRTWRLNK^^ 
S 

ISKERMAGLKPGELPTOSSIiKDTIARAI^ 
Q 

AIMELNLPTGIPinrYBIiNKEIJa^ 



NOV5e» CGI 86640-04 
DNA Sequence 



SEQIDNO: 52 



253 aa 



MWat28738.8kD 



SEQIDNO: 53 



ORF Start at 1 



1786 bp 
joKFStc 



|ORF Stop: TGA at 784 



ACCATGGGACATCATCACX^CCATCATO 
C 

ATGGAACCAGGAGAACCCTTTCTCTTO 
G 

CCAAGCGGGGAGCCAAGGCCATCAAGGATGCCAA 
G 

AAGCGGGCCATCCX3CA(XXmrn3G(^ 
G 

CACTTGGCGCCTCAATGAGCGGCATTACC^^ 
A 

AGCA03GGGAGGAGCAGGTGAAGATCTGGAGGCGCTC 
G 

AAGCACCCCEACTAC&ACTCC^ 
C 

CACCTGCGAGAGCCTCAAGGACACCAT^ 
C 

AGATCAAGGCCGGCAAGCGAGTGCTCAT^ 
C 

CTGGAAGGGATGTC!AGACCAGG€}GATCATGGAGC^ 
A 

GCTGAACAAGGAGCTG7^AGCCC31CC^ 
G 

CCATGGAGGCTGTGGCTGCCCAGGGCAAGGCCAAGT^ 



NOV5e,CG186640-04 
Protein Sequence 



SEQIDNO: 54 261 aa 



|MW 



at29746.9kD 



TMGHHHHFnTATORI*VMVRHGBSTTOQBNI^CGWFDA^ 
L 

KRAIRTLVMIJXOTQWW^^ 
E 

KHPYYNSISIG3raYAGIiKPGEIiPTC 
H 

^GMStKjAIMKLNIiPTGIPIVYBJ^^ 
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A ChistalW comparison of the above protein sequences yields the following sequence 
alignment shown in Table E7. 



Table E7 . Comparison of the NOV5 protein sequences. 

NOV5a MATHRI*VMVraGETTWNQBNRF03WFD 

NOVSb TMGHHHHHHATHRLVMVraGESTWKQENRFOSW 

NOVSe MATBl^VMVRHGESTWNQRNRFCGWFDABLS^ 

NOV5d IMATHRIjVMVRHGBSTWNQBNOTGGWro 

NOVSe TMGIffiHHHHATHRLVMVRHG 

NOVSa DICYTSVLKRAIRTLWAIIJX3T^ 

NOVSb DICrreVIJaiAIimiWAIIiDGTD^ 

N0V5C DICTTSVLKRAIimA9AIIiDGTD^^ 

NOVSd DICOTSVLKRAIRTLWAII^^ 

NOVSe DICYTSVIJCRAlRTLWAirJXm>QM 

NOVSa RSWRRSFDIPPPPMDEKHPYYNSISKKRRYAGLKPGKLPTCBSLKOT 

NOV5b KIWRMFDIPPPPMDBKHPYTOSISKBIffiYAQIiKPGBLPTCESLKOT 

NOV5C KIWRRSFDIPPPPMDEKHPYYNSISKERRYAGLK^ 

NOV5d KIWIU^FDIPPPPMDEKHPYYNSISKERRYAGIiKPGEI^ 

NOV5e KTWRI^roiPPPPMDBKHPYYNSISKERRYAGIJCPGE^ 

NOV5a PQIKAGKRVLIAAHGNSLRGIVKHLEGMSDQAIMKI^ 

NOVSb PQIKAGKRVLIAAHGNSIJIGIVKHLEGMSDQAIMKI^ 

NOV5C PQIKMKRVLIAAHGNSIiRGrVKHLEGMSDOAIME^ 

NOV5d PQIKAGKRVLIAAHGNSLRGrVlCHLBGMSIKJAIMBLm 

NOVSe PQIKAGKRVLIAAHGNSLRGrVKHLEGMSDQAIMEI^ 

NOV5a LGDEBTVRKAMKAVAAQGKAK 

NOV5b LGDKBTVRKAMEAVAAQGKAK 

NOV5C LGDEETVRKAMEAVAAQGKAK 

NOV5d LGDBETVRKAMEAVAAQGKA- 

NOVSe IjGDKBTVRKAMEAVAAQGKAK 

NOV5a (SEQ ID NO: 46) 

NOV5b (SBQ ID NO: 48) 

NOV5C (SEQ ID NO: 50) 

NOVSd (SEQ ID NO: 52) 

NOV5e (SBQ ID NO: 54) 



Further analysis of the NOV5a protein yielded die following properties shown in Table E8. 



Table E8. Protein Sequence Properties NOVSa 



Signal? analysis: 



No Known Signal Sequence Predicted 



PSORTH analysis: 



PSG: a new signal peptide prediction method 
N-region: length 10; pos.chg2; negxhgO 
H-region: length 2; peak value -7.76 
PSG score: -12.16 

GvH: von Heijne's method for signal seq. recognition 
GvH score (threshold: -2.1): -12.65 
possible cleavage site: between 14 and 15 
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>» Seems to have no N-terminal signal peptide 

ALOM: Klein et aTs method for TM region allocation 
Mt position for calculation: 1 
Tentative number of TMS(s) for the threshold 0.5: 0 
number of TMS(s) fixed 
PERIPHERAL Likelihood = 5.41 (at 204) 
ALOM score: 5.41 (number ofTMSs:0) 

MTTDISC: discrimination of mitochondrial targeting seq 
R content: 2 Hyd Moment(75): 10.06 
HydMoment(95): 6.20 G content: 1 
D/B content: 2 S/T content 3 
Score: -4.24 

Gavel: prediction of cleavage sites for mitochondrial preseq 
R-2 motif at 20 VRHjGE 

NUCDISC: discrimination of nuclear localization signals 
pat4: none 
pat7:none 
bipartite: none 

content of basic residues: 15.4% 
NLS Score: -0.47 

KDEL: ER retention motif in the C-tenninus: none 

ER Membrane Retention Signals: 

XXRR-like motif in the N-terminus: ATHR 



KKXX-like motif in the C-tenninus: QGKA 

SKL: peroxisomal targeting signal in the C-terminus: none 

PTS2: 2nd peroxisomal targeting signal: none 

VAC: possible vacuolar targeting motif: none 

SNA-binding motif: none 

Actinin-type actin-binding motif: 
type 1: none 
type 2: none 

NMYR: N-myristoylation pattern : none 

Prenyiation motif: none 
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memYQRL: transport motif from cell surface to Golgi: none 

Tyrosines in the tail: none 

Dileucine motif in the tail: none 

checking 63 PROSHE DNA binding motifc: none 

checking 71 PROS1TE ribosomal protein motifs: none 

checking 33 PROSITE prokaryotic DNA binding motife: none 

NNCN: Reinhardt's method for Cytoplasmic/Nuclear discrimination 
Prediction: cytoplasmic 
Reliability: 89 

COIL: Lupas's algorithm to detect coiled-coil regions 
total: 0 residues 



Final Results (k = 9/23): 

43.5 %: cytoplasmic 
30.4 %: nuclear 
26.1 %: mitochondrial 

» prediction for CGI 86640-02 is cyt (t=03) 



A search of the NOV5a protein against the Geneseq database, a proprietary database that 
contains sequences published in patents and patent publication, yielded several homologous 
proteins shown in Table E9. 



Table £9. Geneseq Results for NOVSa 


Geneseq 
Identifier 


Protein/Organ is m/Lcngth [Patent 
#,Date] 


NOV5a 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Region 


Expect 
Value 


ABG09674 


Novel human diagnostic protein 
#9665 - Homo sapiens, 265 aa. 
[WO200175067-A2, ll-OCT-2001] 


I. .253 

II. .264 


191/254(75%) 
221/254(86%) 


e-113 


ABG05571 


Novel human diagnostic protein 
#5562 - Homo sapiens, 270 aa. 
[WO200175067-A2, ll-OCT-2001] 


L.253 
12..269 


181/258 (70%) 
209/258 (80%) 


7e~99 


ABB64868 


Drosophila melanogaster polypeptide 
SEQ ID NO 21396 - Drosophila 
melanogaster, 292 aa. 
[WO200171042-A2, 27-SEP-2001] 


4.-253 
42.^92 


167/251 (66%) 
196/251 (77%) 


2e-93 
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ABB66376 


Drosophila melanogaster polypeptide 
SEQ ID NO 25920 - Drosophila 
melanogaster, 271 aa. 
[WO200171042-A2, 27-SEP-2001] 


16.253 
33.271 


159/239 (66%) 
185/239 (76%) 


6e-88 


ABG19326 


Novel human diagnostic protein 
#19317 - Homo sapiens, 333 aa. 
[WO200175067-A2, ll-OCT-2001] 


4.251 
35.290 


161/256 (62%) 
198/256 (76%) 


2e-84 


la a BLAST search of public sequence databases, the NOV5a protein was found to have 
homology to the proteins shown in the BLAST? data in Table E10. 


Table E10. Public BLAST? Results for NOV5a 


Protein 
Accession 
Number 


Protein/Organism/Length 


NOV5a 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Portion 


Expect 
Value 


PMHUYM 


phosphoglycerate mutase (EC 5.42.1) 
M - human, 253 aa. 


1..253 
1..253 


248/253 (98%) 
250/253 (98%) 


e-146 


P15259 


Phosphoglycerate mutase 2 (EC 
5.42.1) (EC 5.42.4) (EC 3.1.3.13) 
(Phosphoglycerate mutase isozyme M) 
(PGAM-M) (BPG-dependent PGAM 
2) (Muscle-specific phosphoglycerate 
mutase) - Homo sapiens (Human), 252 
aa. 


2..2S3 
1..252 


247/252 (98%) 
249/252(98%) 


e-146 


PMRTYM 


phosphoglycerate mutase (EC 5.4.2.1) 
M - rat, 253 aa. 


1..253 
1..253 


232/253 (91%) 
241/253 (94%) 


e-136 


P16290 


Phosphoglycerate mutase 2 (EC 
5.42.1) (EC 5.42.4) (EC 3.1 3.13) 
(Phosphoglycerate mutase isozyme M) 
(PGAM-M) (BPG-dependent PGAM 
2) (Muscle-specific phosphoglycerate 
mutase) - Rattus norvegicus (Rat), 252 
aa. 


2..253 
1..252 


231/252 (91%) 
240/252(94%) 


e-136 


070250 


Phosphoglycerate mutase 2 (EC 
5.42.1) (EC 5.42.4) (EC 3.1 3.13) 
(Phosphoglycerate mutase isozyme M) 
(PGAM-M) (BPG-dependent PGAM 
2) (Muscle-specific phosphoglycerate 
mutase) - Mus musculus (Mouse), 252 
aa. 


3.-253 
Z.252 


227/251 (90%) 
237/251 (93%) 


e-134 



PFam analysis predicts that the NOV5a protein contains the domains shown in the Table 
Ell. 
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Table £11. Domain Analysis of NOVSa 


Ham Domain 


NOVSa Match Region 


Identities/ 
Similarities 
for the Matched Region 


Expect Value 


PGAM 


4.530 


132/230(57%) 
209/230(91%) 


1.3e-132 



Example £3. Expression Profiles of the Human Phosphoglycerate mutase 2 (PGM2) 
and Human Phosphoglycerate mutase 1 (PGM1) Genes 

The protocol for quantitative expression analysis is disclosed in Example Q9. 

5 - Expression of genes CGI 86640-02 (PGM2) and CGI 15294-01 (PGM1) was assessed 
using the primer-probe sets Ag2379 and Ag6474 described in Tables E12 and E13. Results 
of the RTQ-PCR runs are shown in Tables E14 and E15. Ag2379 and Ag6474 are specific 
for CGI 15294-01 and CGI 86640-02 respectively. 



Table E12 . Probe Name Ag2379 



Primers 


Sequences 


Length 


Start 
Position 


SEQD> 
No 


Forward 


5 ■ -ctacgagatgctggctatgagt-3 9 


22 


164 


201 


Probe 


TET-5 ' -ttgacatctgcttcacctcagtgcag-3 1 - 
TAMRA 


26 


186 


202 


Reverse 


5 • -gatcaatggcatctagcactgt-3 1 


22 


236 


203 



10 TableE!3. Probe Name Ag$474 



Primers 


Sequences 


Length 


Start 
Position 


SEQID 
No 


Forward 


5 • -ggaggagcaggtgaagatct-3 1 


20 


327 


204 


Probe 


TBT-5 ■ -cgatggacgagaagcacccctactac-3 • - 
TAMRA 


26 


377 


205 


Reverse 


5 9 -ccgacgctccttgctaa-3 » 


17 


410 


206 



Table E14 . General screening panel vl.6 



Tissue Name 


ReLExp.(%) 
Ag6474, Run 
277225783 


ReLExp.(%) 
Ag2379,Run 
277227794 


Tissue Name 


ReLExp.(%) 
Ag6474, Run 
277225783 


ReL 
Exp.(%) 
Ag2379, 

Ran 
277227794 


Adipose 


3.1 


3.0 


Renal ca. TK-10 


0.1 


22.4 


Melanoma* 


0.0 


52.1 


Bladder 


0.1 


8.7 
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Hs688(A).T 












Melanoma* 
Hs688(B).T 


0.1 


423 


Gastric ca. (liver 
met) NCI-N87 


0.1 


22.8 


Melanoma* M14 


0.0 


42.6 


Gastric ca. 

Tr K rtlA ill 

KATOIII 


0.0 


39.2 


Melanoma* 
LOXIMVI 


0.0 


51.8 j 


Colon ca. SW- 
948 


0.0 


18.3 


Melanoma* SK- 
MEL^S 


0.1 


45.1 


Colon ca. SW480 


0.1 


62.4 


Squamous cell 
carcinoma SCC-4 


0.0 


29.5 


Colon ca.* 
(SW480met) 

oYVOZU 


0.1 


28.7 


Testis Pool 


6.1 


4.6 


Colon ca. HT29 


0.1 


26.2 


Prostate ca.* 
(bone met) PC-3 


0.1 


40.6 


Colon ca. HCT- 
116 


0.1 


79.6 


Prostate Pool j 


1.0 


3.2 


Colon ca.CaCo-2 


0.1 


31.6 


Placenta 


0.0 


6.6 


Colon cancer 
tissue 


0.2 


11.5 


Uterus Pool 


0.1 


2.1 


Colon ca. 
SW1116 


0.0 


11.9 


Ovarian ca. 
OVCAR-3 


0.8 


39.8 


Colon ca. Colo- 
205 


0.0 


14.8 


Ovarian ca. SK- 
OV-3 


0.0 


25.2 


Colon ca. SW-48 


0.0 


14.8 


Ovarian ca. 
OVCAR-4 


0.1 


32.1 


Colon Pool 


0.2 


4 9 


Ovarian ca. 
OVCAR-5 


0.6 


42.3 


Small Intestine 
Pool 


0.4 


3.6 


Ovarian ca, 
lviK.UV-1 


1.4 


32.8 


Stomach Pool 


0.0 


3.6 


Ovarian ca. 
UVUAK-o 


0.1 


12.9 


Bone Marrow 

rOOI 


0.1 


1.9 


Ovary 


0.1 


3.8 


Fetal Heart 


27.0 


6.0 


Breast ca.MCF-7 


0.0 


31.6 


Heart Pool 


31.0 


1.9 


Breast ca. MDA- 
MB-231 


0.1 


100.0 


Lymph Node 
Pool 


0.1 


6.5 


Breast ca. BT 549 


0.0 


54.0 


Fetal Skeletal 
Muscle 


22.1 


1.3 


Breast ca. T47D 


0.1 


13.3 


Skeletal Muscle 
Pool 


100.0 


0.8 


Breast ca. MD A- 

VT 

N 


0.0 


17.6 


Spleen Pool 


0.2 


4.5 


Breast Pool 


0.0 


4.5 


Thymus Pool 


0.7 


5.6 


Trachea 


03 


5.6 


CNS cancer 

(glio/astro)U87- 

MG 


0.0 


64.2 
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Lung 


0.2 


1.4 


CNS cancer 
(glio/astro) U- 
118-MG 


0.0 


57.8 i 


Fetal Lung 


0.3 


73 


CNS cancer 
(neuro^net) SK- 
N-AS 


0.2 


38.7 


Lung ca. NCI- 
N417 


0.4 


18.8 


CNS cancer 
(astro) SF-539 


0.4 


45.7 


Lung ca. LX-1 


0.4 


27.4 


CNS cancer 
(astro) SNB-75 


0.0 


50.7 


Lung ca. NCI- 
H146 


63 


8.0 


CNS cancer 
(glio) SNB-19 


! 1.4 


32.1 


Lung ca. SHP-77 


12.5 


43.8 


CNS cancer 
(gUo) SF-295 


0.2 


55.9 


Lungca. A549 


0.1 


43.2 


Brain 

(Amygdala) Pool 


1.0 


13.6 


Lung ca. NCI- 
H526 


0.2 


6.6 


Brain 

(cerebellum) 


13.0 


33.0 


Lung ca. NCI- 
H23 


02. 


24.1 


Brain (fetal) 


0.9 


11.0 


Lungca. NCI- 
H460 


0.0 


18.6 


Brain 

(Hippocampus) 
Pool 


1.6 


12.9 


Lung ca. HOP-62 


0.0 


27.7 


Cerebral Cortex 
Pool 




14ft 
1J.U 


Lung ca. NCI- 


0.1 


19.8 


Brain (Substantia 
nigra) Pool 




11.3 


Liver 


1.0 


2.1 


Brain (Thalamus) 
Pool 


1.4 


17.7 


retaj JLaVCT 




3.8 


Brain (whole) 


1.0 


15.2 


ijjvcr ca. xiepvxd 


n ^ 


lo.J 


opinaJ Cord Pool 


3.3 


9.5 


rwiuncy rOOl 


n a 

l/.O 


/.I 


Adrenal Gland 


0.3 


11.0 


Fetal Kidney \ 


0.4 


4.7 


Pituitary gland 
rOOJ 


13 


1.7 


Renal ca. 786-0 


0.0 


56.6 


Salivarv Gland 

k-J T |U T VI Jill LVJ 


04 


A 1 


Renal ca. A498 


0.0 


21.8 


Thyroid (female) 


0.9 


3.6 


Renal ca. ACHN 


0.0 


25.7 | 


Pancreatic ca. 
CAPAN2 


0.0 


19.5 


Renal ca. UO-31 


0.0 


33.2 


Pancreas Pool 


0.4 


3.6 



Table E15 . Panel 5 Islet 



Tissue Name 


Rel. Exp.(%) 
Ag6474,Rnn 
268366291 


ReL 
Exp.(%) 
Ag2379, 

Run 


Tissue Name 


ReLExp.(%) 
Ag6474, Run 
268366291 


ReL 
Exp.(%) 
Ag2379, 

Ran 
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263467358 






263467358 


97457JPatient- 
02go_adipo.se 


0.0 


4.4 


94709J)onor2 
AM - A_adipose 


0.0 


60.3 


97476 JPatient- 

07sk_skeletal 

muscle 


83 


4.7 


94710JDonor2 
AM - B adipose 


0.0 


42.3 


97477__Patient- 
07ut_uterus 


0.0 


62 


94711JDonor2 
AM - Cadipose 


00 




97478JPafient- 
07pl_placenta 


0.0 


10.5 


94712J*mor2 
AD - Aadipose 


02 


JJ.O 


99167JBayer 
Patient 1 


0.5 


100.0 


94713J)onor2 
AD - Badipose 


0.1 


59.0 


97482_Patient- 
08ut uterus 


0.0 


8.0 


94714_Donor2 
AD - C_adipose 


0.3 


56.6 


y § *to«? sr cui cxi i- 

08pljplacenta 


0.0 


8.4 


94742_Donor3U 
- A_Mesenchymal 
Stem Cells 


0.0 


26.2 


97486 _Patient- 

09skjskeletal 

muscle 


17.6 


1.2 


94743JDonor3U 
- B_Mesenchymal 
Stem Cells 


0.0 


36.1 


97487J>atient- 
09ut_uteras 


0.1 


9.7 


94730_Donor3 
AM - A adipose 


n n 
u.u 


^A 1 
34./ 


97488JPaiient- 
09pl_placenta 


0.0 


5.5 


94731_Donor3 
AM - B adipose 


u.u 


AO Q 


97492_Patient- 
lOut uterus 


0.0 


9.6 


94732JDonor3 
AM - C adipose 




31. 1 


97493 J>atient- 
10pl_placenta 


0.0 


16.4 


94733J>onor3 
AD - A adipose 


0.0 


96.6 


97495__Patient- 
llgoadipose 


0.0 


4.4 


94734_Donor3 
AD - B adipose 


0.0 


49.0 


97496JPatient- 

llsk_skeletal 

muscle 


69.7 


22 


94735JDonor3 
AD - C_adipose 


0.0 


80.1 


97497 J>atient- 
llut uterus 


0.0 


13.1 


77138JLiverJHep 
G2untreated 


02 


46.3 


97498 J>atient- 
llpl_placenta 


0.0 


8.9 


73556_Heart_Caid 
iac stromal cells 
(primary) 


0.0 


12.8 


97500JPatient- 
12go_adipose 


0.0 


9.7 


81735_Small 
Intestine 


02 


11.0 


97501_Patient- 
12sk_skeletal 
muscle I 


100.0 


6.5 


72409 JEQdneyJPn) 
ximal Convoluted 
Tubule 


0.0 


18.4 


97502 JPatient- 
12ut_uterus 


0.1 


10.8 


82685JSmall 
intestine Duodenu 
m 


0.0 


10.9 
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97503_Patient- 

1 0t\\ iVlappnta 

LX.\Jl yjlaKfGllLa 


0.0 


9.1 


90650_Adrenal_A 

drenocortical 

adenoma 


0.0 


14.6 


94721J3onor2U 

A_Mesenchymal 
Stem Cells 


0 ft 


JJ.U 


72410 Kidney HR 
CE 


ft 9 




94722J>onor2U 
- BMesenchymal 
Stem Cells 


0.0 


32.5 


72411 Kidnev HR 
E 


0.1 


342 


94723J5onor2U 
- C_Mesenchymal 
Stem Cells 


0.2 


222 


73139 JJterasJJte 
rine smooth muscle 
cells 


0.0 


19.1 



General screening panel vl.6 Summary: PGM2 is specifically expressed in skeletal 
. muscle, which is consistent with the literature data. PGM1 is ubiquitously expressed with 
5 higher in expression in the cerebellum compared to PGM2 (CTs=26.8 vs. 29.5) and 

conversely is lower in skeletal muscle than PGM2 (CTs=322 vs 26.6). Specific expression 
of PGM2 in skeletal muscle suggests that a drug would target preliminary skeletal muscle 
and would not interfere significantly with glycolysis in other tissues, specifically in brain and 
pancreatic islets. 

1 0 Panel 5 Islet Summary: In Panel 51, PGM2 is expressed only in skeletal muscle which is in 
agreement with the expression pattern of Panel 1 .4. Moreover, PGM2 is significantly up- 
regulated in diabetic muscle (patient 12) relative to non~diabetic skeletal muscle (patients 7, 
patient 9, patient 1 1). These results further support the hypothesis that increases in 
phosphoglycerate mutase level/activity may contribute to the development of diabetes. 

15 Therefore, inhibition ofPGM2 may be beneficial for the treatment of diabetes. PGM1 is 
more widely expressed with high expression in islet cells (Bayer patient 1). 

Example £4. Assays for Modulators of Phosphoglycerate mutase 2 

One potential assay that may be used to screen for modulators of Phosphoglycerate 
20 mutase 2 is to measure the production of glyceraie-3-phosphate formed in following reaction 
catalysed by phosphoglycerate mutase: 

2-phospho-D-glycerate + 23-diphosphoglycerate <=> 3-phospho-D-glycerate + 23- 
diphosphtoglycerate 
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Production of gJycerate-3-phosphate could be measured by reaction coupled to 
phophoglycerate kinase and glycenddehydephosphate dehydrogenase as described in Rosa 
R, Blouquit Y, Calvin MC, Prome D, Prome JC, Rosa J. Isolation, characterization, and 
5 structure of a mutant 89 Arg — Cys bisphosphoglycerate mutase. Implication of the active 
site in the mutation. J Biol Chem. 1989 May 15;264(14):7837-43; PMID: 2542247. 

Our results indicate that a modulator of Phosphoglycerate mutase 2 activity, such as 
an inhibitor, activator, antagonist, or agonist of Phosphoglycerate mutase 2 may be useful for 
10 treatment of such disorders as obesity, diabetes, and insulin resistance, as well as for 
enhancement of insulin secretion. 



F. NOV6 — Adenosine Al Receptor 

15 

Adenosine Al receptor (Adoral) is a G-protein coupled receptor found at the plasma 
membrane of multiple cell types. Adoral is believed to be involved in heart contractility, 
adipose tissue hpolysis, glomerular filtration and tubulo-glomerular feedback in the kidney, 
and sympathetic and parasympathetic activity in the nervous system. (Predholm BB, 

20 Dzennan AP, Jacobson KA, Klotz KN, linden J, International Union of Pharmacology. 
XXV. Nomenclature and classification of adenosine receptors. Pharmacol Rev. 2001 
Dec;53(4):527-52. Review. PMID: 1 1734617 ) It is a member of the adenosine receptor 
family comprised of adenosine Al, A2A, A2B and A3 receptors. Adenosine is the preferred 
endogenous ligand for these receptors. However, the adenosine receptors are not highly 

25 homologous, with the greatest percent identity found between the Al and the A2B receptors 
(56% sequence identity at the protein level). The low level of sequence identity is illustrated 
by the fact that selective agonists and antagonists have been identified for the all of the 
adenosine receptors with the exception of A2B, which lacks a selective antagonist 
(Fredhohn BB, Uzerman AP, Jacobson KA, Klotz KN, Linden J, International Union of 

30 Pharmacology. XXV. Nomenclature and classification of adenosine receptors. Pharmacol 
Rev. 2001 Dec;53(4):527-52. Review. PMID: 11734617 ) 

Adenosine is the main agonist for this receptor family. Under normal conditions, 
adenosine is continuously formed intracellularly in a variety of cell types, as well as 
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extracellularly in a variety of tissue compartments. The continuous synthesis and breakdown 
of adenosine in any cell type or tissue compartment varies with physiological circumstances, 
and this variance implies that the biology of adenosine receptors will be complicated, as well 
as tissue and cell-type specific. Adenosine Al receptor knockout mice that do not respond to 
5 Adoral agonists have been reported (Johansson B, Halldner L, Dunwiddie TV, Masino SA, 
Poelchen W, Gimenez-Llort L, Escorihuela KM, Fernandez-Teruel A, Wiesenfeld-Hallin Z, 
Xu XJ, Hardemark A, Betshohz C, Herlenius E, Fredholm BB. Hyperalgesia, anxiety, and 
decreased hypoxic neuroprotection in mice lacking the adenosine Al receptor. Proc Natl 
Acad Sci US A. 2001 Jul 31;98(16):9407-12. PMID: 11470917). The mice were viable, 
10 fertile and without any gross abnormalities. Although Adoral is hypothesized to be 
important for cardiovascular function, arterial blood pressure and heart rates were 
indistinguishable between Al receptor knockouts and wild type mice (Johansson et al.). To 
date, our knowledge of the role of adenosine Al receptors in normal physiology is 
incomplete. 

15 

The distribution of Al receptors in tissues has been studied using selective 
radioligands (Fredholm etal.). High expression has been reported in the brain (cortex, 
cerebellum, hippocampus), dorsal horn of the spinal cord, eye and adrenal gland (Fredholm 
etal.). Intermediate levels of Adoral were reported in other brain regions, skeletal muscle, 
20 liver, kidney, adipose tissue, salivary glands, esophagus, colon and testis. The specific role 
of Adoral in all of these diverse cell types is not currently known. 



Insulin-secreting beta cells are located in the pancreatic islets of Langahans. Insulin 
secretion can be measured while perfusing the isolated pancreas with glucose (the 

25 physiologic signal). Structural analogues of adenosine have been used to perfuse the isolated 
rat pancreas, with a resultant decrease in insulin secretion. (Hillaire-Buys D, Chapal J, 
Bertrand G, Petit P, Loubatieres-Mariani MM Purinergic receptors on insulin-secreting 
cells. Fundam Clin Pharmacol 1994 8(2):1 17-27. PMID: 8020870). However, this result did 
not confirm Adoral specificity (because adenosine acts on all adenosine receptor subtypes) 

30 and was not specific for human islet cells. 



Aminophylline is a non-selective but potent adenosine receptor family antagonist 
Intravenous administration of aminophylline stimulated insulin secretion in patients with 
Type 2 diabetes, suggesting that an adenosine receptor family antagonist may be involved in 
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turning on insulin secretion (Arias AM, Bisschop PH, Ackennan MT, Nijpels G, Endert E, 
Romijn JA, Sauexwein HP. Aminophylline stimulates insulin secretion in patients with Type 
2 diabetes mellitus. Metabolism 2001 Sep;50(9): 1030-5. PMIDrl 1555834). The present 
invention is for the use of a specific Adoral antagonist to enhance insulin secretion and 
5 lower blood glucose. US 6,407,076 describes compounds which are agonists of adenosine 
Al receptor and function as inhibitors of lipolysis and may also have the ability to lower 
elevated blood glucose. 

Adenosine Al receptor is coupled to the Gas family of G protein effector systems 
10 that inhibit cAMP production (Fredhohn et al.). Cyclic AMP has long been known as a 
potentiator of neurotransmitter-induced insulin secretion (Harndahl L, Jing XJ, Ivarsson R, 
DegennanE, AhrenB, Manganiello VC, Renstrom E, Hoist LS. Important role of 
phosphodiesterase 3B for the stimulatory action of cAMP on pancreatic beta-cell exocytosis 
and release of insulin. J Biol Chem. 2002 Oct 4;277(40):37446-55. PMID: 12169692). The 
1 5 present invention is for the use of a specific Adoral antagonist to enhance glucose- 
stimulated insulin secretion (as opposed to neurotransmitter-stimulated insulin secretion). 



We have shown that Adoral is expressed in a wide variety of human tissues, with 
highest levels seen in brain and testis. We also documented that Adoral is expressed in 
20 human pancreatic islet cells. 



Type 2 diabetes in man is characterized by increased fasting and post-prandial 
circulating free fatty acids, and by an insulin secretory defect The increased levels of free 
fatty acids are hypothesized to be a major contributor to the insulin secretory defect The 

25 • pancreatic islets of Langerhans contain beta cells that secrete insulin in response to increases 
in blood glucose. Culturing islet cells in vitro with oleaie, one of the three most abundant 
circulating fatty acids in man, provides a means of studying the beta cell secretory defect in 
Type 2 diabetes. We discovered that islet cells cultured for 5 days in vitro with oleate have a 
• significant deficit in glucose-stimulated insulin secretion and a 1 .9-fold upregulation of 

30 Adoral mRNA. Thus, the increased expression of Adoral in oleate-treated islets reflects 
increased receptor activation, decreased cAMP levels in the islet cell, and a resultant 
diminution of insulin secretion. A preferred method of the invention is the use of the 
adenosine Al receptor for identifying an antagonist that would be beneficial in the treatment 
oif Type 2 diabetes. As such the current invention embodies the use of recombinantly 



246 



WO 2004/013347 PCT/US2003/024504 
expressed and/or endogenously expressed protein in various screens to identify such 
therapeutic antibodies and/or therapeutic small molecules. 



In one embodiment, the present invention describes the specific upregulation of 
5 Adoral mRNA in rat islet cells cultured in oleate. Islets cultured in oleate have a significant 
deficit in insulin secretion. The upregulation and activation of Adoral in oleate-cultured 
islets may be the cause of the suppressed insulin secretion. 

In particular the invention relates to the use of Adoral protein as a diagnostic and/or 

1 0 target for snail molecule drags and antibody therapeutics. We documented that Adoral is 
expressed in a wide variety of human tissues, with highest expression in brain and testis. We 
also discovered novel expression of Adoral in human pancreatic islet cells. Furthermore, 
we have discovered that adenosine Al receptor mRNA is upregulated 1 .9-fold in islets 
treated with oleate, which has been identified in the art to suppress glucose-stimulated 

15 insulin secretion, versus control islets. The increased expression of Adoral in oleate-treated 
islets reflects increased receptor activation, decreased cAMP levels in the islet cell, and a 
resultant diminution of insulin secretion. Preferably, in one aspect, agonist activation of 
Adoral decreases cellular cAMP accumulation. Thus, the present invention describes a role 
for activation of Adoral in the inhibition of glucose-stimulated (but not neurotransmitter- 

20 stimulated) insulin secretion. 

Not to be limited by a particular mechanism of action, we have discovered that 
inhibition of Adoral may have beneficial effects for treating Type 2 diabetes. Specifically, 
Adoral is expressed in several metabolic tissues, including pancreatic islets of Langerhans. 
Thus, we have shown that culture of islets in 2mM oleate for 5 days results in increased 

25 expression of islet cell Adoral . Increased expression and/or activation of Adoral may 
contribute to the insulin secretory defect in oleate-treated islets and patients with Type 2 
diabetes. The finding that suppression of glucose-stimulated insulin secretion in islet cells is 
correlated with ^regulation of adenosine Al receptor mRNA in pancreatic islet cells, 
indicates a role for Adoral in insulin secretion and glucose homeostasis. Therefore, an 

30 antagonist of Adoral is useful for the treatment of diabetes. In a particular embodiment of 
the invention, Adoral is a target for screening antagonists of Adoral expression or activity. 
As such the current invention embodies the use of recombinant^ expressed and/or 
endogenously expressed protein in various screens to identify adenosine Al receptor 
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antagonist therapeutic antibodies and/or therapeutic small molecules beneficial in the 
treatment of Type 2 diabetes. 



Furthermore, our results indicate that a modulator of Adoral activity, such as an 
5 inhibitor, activator, antagonist, or agonist of Adoral maybe useful for treatment of such 
disorders as obesity, diabetes, and insulin resistance, as well as for enhancement of insulin 
secretion. 

Discovery Process 

10' 

The following sections describe the study design(s) and the techniques used to 
identify the Adenosine Al receptor- encoded protein and any variants, thereof, as being 
: . . suitable as diagnostic markets, targets for an antibody therapeutic and targets for a small 
. molecule drugs for Obesity and Diabetes. 

15 

Example Fl. Rat Pancreatic Islets Study: 

A protocol Rat Pancreatic Islet study is disclosed in Example Q2. 

20 

Greater than 80% of Type 2 diabetes in man is associated with obesity. An important 
clinical goal in the early phases of Type n diabetes is to increase insulin secretion from the 
beta cells of the pancreas. Numerous agents have been identified that can modulate insulin 
secretion experimentally and in therapeutic situations. When applied to isolated rat 

25 pancreatic islets, the changes in gene expression can be correlated with insulin secretion. In 
this study, acute and chronic changes in gene expression were examined from islets treated 
with an agent after short (4 hour) and long-term (5 days) exposure, respectively, compared 
with the basal state (1 1 mM glucose). The agents included elevated (25 mM) glucose, 
glucose (11 mM) and exendin-4 (1 nM), glucose (11 mM) and glybenclamide (50 uM) and 

30 glucose (1 1 mM) and oleate (2 mM). A characteristic of obesity-related Type 2 diabetes is an 
increase in both fasting and post-prandial circulating free fatty acids. The increased levels of 
free fatty acids are hypothesized to be a major contributor to the insulin secretory defect seen 
in this disease. Culturing islet cells in vitro with oleate, one of the three most abundant 
circulating fetty acids in humans provides a means of studying the beta cell secretory defect 
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in Type 2 diabetes. Protocol for differential gene expression analysis, GeneCalling®, is 
disclosed in Example Q7. 



Results 

5 

A fragment of the rat Adenosine Al Receptor gene was initially found to be up- 
regulated by 1 9 fold in a sample derived from oleate treated islet cells, 5 days after exposure 
to the oleate, a known suppressor of insulin secretion, relative to islet cells treated with 
glucose alone using CuraGen's GeneCalling® method of differential gene expression. A 

10 differentially expressed rat gene fragment migrating, at approximately 370 nucleotides in 
length was definitively identified as a component of the rat Adenosine Al Receptor cDNA. 
Hie method of competitive PCR was used for confirmation of the gene assessment The 
electropheit) graphic peaks corresponding to the gene fragment of the rat Adenosine Al 
Receptor were ablated when a gene-specific primer (shown Table Fl) competes with primers 

15 in the linker-adaptors during the PCR amplification. The peaks at 370 nt in length were 
ablated in the sample from both the oleate treated and basal state islet cells. 

Table Fl. The sequence of the 370 micleotide-long gene fragment and the gene-specific 
primers 

used for competitive PCR are indicated on the cDNA sequence of the rat adenosine Al 
receptor 

fragment (from 1003 to 2337; SEQ ID NO:207) and are shown below in bold. The gene- 
specific 

primers at the 5' and 3* ends of the fragment are underlined 



1003 


GCCAAGTCGC 


TGQCCCTCAT 


ccrciTccrc 


TTTGCCCTCA 


GCTGGCTGCC 


GCTGCATATC 


1063 


TTGAACTGTA 


TCAOCCTCTT 


CTGCCCCACC 


TGCCAGAAAC 


CCAGCATTCT 


GATCTACATC 


1123 


GCCRTCTTCC 


TCACACACGG 


CAACTCCGCC 


ATGAACCCCA 


TOGTCTATGC 


CTTCCGGATC 


1183 


CACAAGTTCC 


GGGTCACCTT 


TCTGAAGATT 


TGGAATGACC 


ACTTCCGATG 


CCAGCCTAAG 


1243 


CCTCCCATCG 


ATGAAGACCT 




AAAGCTGAGG 


ACTAGACTCT 


GCCTTGCTCC 


1303 


GTCTAGCCCA 


TGCCCAGCGG 




AACTCCCACG 


TCCTCCCTOT 


CCCACCCTGT 


1363 


CCCACTGTCC 


CTCCTCAGTT 


TTCCCAGCTG 


GGGTGTAGGC 


TGTGGCATAG 


CGCGCATCTT 


1423 


TTCTTAAAGC 


TTTTACTTTG 


AGACGTCATG 


GAAAACTTAA 


GAGGTACACA 


TGGAGAAGAC 


1483 


ATGATC&C&G 


AftGGfaAACA 


GCATAGAAGC 


axcgasgcct 


GCAGCTAjOTG 


CTGGAGCTGG 


1543 


AGCTGGAGTT 


OAGTTTGACA 


TGATACAGGG 


ACTGCAGGAA 


TGAACIAOTA 


TTCCTCTCCX 


1603 


Tcrrccrc&c 


CCTCACCCTC 


CA CA(? AATCC 


ACACCAACCT 


CCTCATAATC 


CTTCTCTAGG 


1663 


GC&GCG&TORr 


CCTCACGGGC 




TCTCCCTCCT 


CCA!fGCCCTC 


ACCC&CQXAC 


1723 




AGGCACGCTT 


GGCATACATC 


AGATCAAACT 


TGTGATCCAG 


GCGAGCCCAA 


1783 


GCCTCA3C&A 


TGOCTCTGOT 


GTTGCTCaGC 




CTCTCTGGAC 


CTTGGCOM3G 
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1843 


TCGCCACC&3 


GTacCACftGT 


GGGAGGCTCG 


7AATTAATGC 


CAACCTTGAA 


GCCAGTGGGG 


1903 


CACCAGTCCA 


CAAACTGGAT 


GGTACGCTTG 


GTCTTGATGO 


TGGCAATGGC 


AGCATTGACA 


1963 


TCTTIGGGGft 


CX3\CATCACC 


ACGGTACAGC 


AGGCAGCAAO 


CCATGTATTT 


ACCATGGOGA 


2023 


GGGTCACATT 


TCACCATCTG 


GTTGGCTGGC 


TCAAAGCAGQ 


CATTGGTGAT 


CTCTGCTACA 


20 S3 


GAAASCTGTT 


CAT6GTAG6C 


TTTCTCAGCA 


GAGATGACAG 


GGGCATAAGT 


GGCCAGAGGG 


2143 


AAGTGGATGC 


GAGGGTAGGG 


CACCAGGTTG 


GTCTOGAATT 


CTGTCAGATC 


AACATTCAGG 


2203 


GCCCCATC&A 


ATCTGAGGGA 


AGCAGTGATG 


GAAGACACAA 


TCTGGCTAAT 


AAGGCGGTTA 


2263 


AGGTTAGTGT 


AGGTTGGGCG 


CTCAATGTCQ 


AGGTTTCTAC 


GACAGATGTC 


ATAGATGGCC 



2323 TCATTGTCTA CCATG 



In addition, a second fragment of the rat Adenosine Al Receptor gene was found to 
be up-Tegulated by L8 fold in the same sample of oleate treated islet cells above, (5 days 
after exposure to the oleate). This differentially expressed rat gene fragment migrating at 
5 approximately 383.4 nucleotides in length was also definitively identified as a component of 
the rat Adenosine Al Receptor cDNa by the method of competitive PCR using a gene* 
specific primer (shown Table F2) to compete with primers in the linker-adaptors during the 
PCR amplification. The electrophero graphic peaks corresponding to the gene fragment at 
383 nt in length were ablated in the sample from both the oleate treated and basal state islet 
10 cells. 

r i 

Table F2. The sequence of the 383 nucleotide-long gene fragment (from 2178 to 2559) and 
the gene-specific primers used for competitive PCR are indicated on the cDNA sequence of 
the rat adenosine Al receptor fragment (SEQ ID NO:208) are shown in bold. The gene- 
specific primers at the 5' and 3* ends of the fragment are underlined 

1697 CCTCCTCCAT GCCCTCACCC ACGTACCAGT GCACAAAGGC ACGCJTCGCA TACATCAGAT 

1757 CAAACTTGTG ATCCAGGCGA GCCCAAGCCT CAGCAATGGC TGTGGTGTTG CTCAGCATAC 

1817 ACACAGCTCT CTGGACCTTG GCCAGGTOGC CACCAGGTAC CACAGTGGGA GGCTGGTAAT 

1 877 TAATGCCAAC CTTGAAGCCA GTOGGGCACC AOTCCACAAA CTGGATGGTA CGCTTGOTCT 

1937 TGATGGTGGC AATGGCAGCA 7TQACATCTT TGGGGACCAC ATCACCACOG TACAOCAGGC 

1997 AOCAAGCCAT GTATTTACCA TGGCGAGGGT CACATTTCAC CATCIGGI IU GCTGGCTCAA 

2057 AGCAGGCATT GGTGATCTCT GCTACAGAAA GCTGTTCATG OTAGGCTTTC TCAGCAGAGA 

21 17 TGACAGGGGC ATAAGTGGCC AGAGGGAAGT OGATGCGAGG GTAGGGCACC AGGTTGGTCT 

2177 G GAATTCTCT CAGATCAACA TTCAGGGCCC CATCAAATCT GAGGGAAGCA GTGATGGAAG 

2237 ACACAATCTG GCTAATAAGG CGGTTAAGGT TACTGTAGGTTGGGCGCTCA ATGTCGAGGT 

2297 TTCTACGACA GATGTCATAG ATGGCCTCAT TGTCT ACCAT G AAGGCACAA TCAGAGTGCT 

2357 CCAGGCTGGT GTGGCTGGTG AGGATGGAAT TGTAGGGCTC AACCACAGCA GTGGAAACCT 
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241 7 GGGGGGCTGG GTAAATGGAG AACTCCAGCT TGGACTTCTT TCCGTAGTCG ACAGAGAGCC 
2477 TCTCCATCAG CAGGGAGGTG AACCCAGAGC CAGTTCCCCC ACCAAAGCTG TGGAAAACCA 
2S37 AGAAGCCCTG GAGACCCGTG CACTGGTCAG CX^GCTTGCG AATT 



Example F2. Identification of Human Adenosine Al Receptor Gene Sequences 

5 The sequence of Human Adenosine Al Receptor Gene (Acc. No. CG58655-01) was 

derived by laboratory cloning of cDNA fragments, by in silico prediction of the sequence. 
cDNA fragments covering either the full length of the DNA sequence, or part of the 
sequence, or both, were cloned. In silico prediction was based on sequences available in 
CuraGen's proprietary sequence databases or in the public human sequence databases, and 
10 provided either the fiill-length DNA sequence, or some portion thereof. The protocol for 
identification of human sequences) is disclosed in Example Q8. 

Table F3 shows protein alignment (ClustalW) of the CG58655-01 (SEQ ID NO:56), 
and rat (scb_gb-m64299J ; SEQ ID NO:209) homologs of the Adenosine Al receptor. 
15 Table F4 shows protein sequence of a rat (scbjjb-m64299_l; SEQ ID NO:209) homolog of 
the Adenosine Al receptor. 



Table F3. Protein alignment (ClustalW) of the CG58655-01 (SEQ ID NO:56), and rat 
(scb^gb-m64299 1; SEQ ID NO:209) homologs of the Adenosine Al receptor. 






1 












1 



20 

Table F4. Protein sequence of a rat (scb _gb-m64299_l ; SEQ ID NO:209) homolog of the Adenosine Al 

receptor. 

>m64299 Rat 

MPPYISAFQAAYIGIEVIJALVSWGNVLVIWAVKVNQ 
IGPQTYFHTCOIVACPVLILTQSSILA 
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TPMFGWNNLSVVEQDWRANG^ 
QliTCXVSASSGDPQKYYGK^^ 

SAMNPIVYArRIHKFRVTH 



The laboratory cloning was performed using one or more of the methods summarized 
in Example Q8. The NOV6 clone was analyzed, and the nucleotide and encoded polypeptide 
sequences are shown in Table F5. 



Table F5. NOV6 Sequence Analysis 


NOV6a,CG58655-01 
DNA Sequence 


SEQIDNO:55 


1003 bp 


ORF Start ATG at 5 


ORF Stop: TAG at 983 



CGCCATG<xxaxxrrccAT<^^ 



TCTCTOTGOXXSGGAACGTGCTt^^ 
C 

TTCTGCTTCATCGTGTCGCTCGCXX^ 



CCT(^TCAACATTGGGCCACAGACCTA 
C 

TCACTCCAGAGCnXXM^ 
T 

CTCCGGTACAAGATGGTGGTGACCCCCCGO^^ 
C 

CTTCGTGGTGGGACTGAC^ 
6 

CCAACGGCAGCATGGGGGAGCCCGTGATCAAGTGCG^ 
G 

GTCTACTTC^CTTCTTTG^ 
T 

CTTCIACCTAATCCGCAAGC^ 
T 

ATGGGAAGGAGCTGAAGATCXKXZAAGrTC^ 
G 

CXTTTTGCA^TCCTCAACTGC^^ 
A 

CATTGCX^VrCTTCCTCACGCAC^ 
A 

3TrCCGCGTCACCTTCCTTAAGATTTGGAATGACCA3^^ 
C 

GAGGATCTCCCAGAAGAGAGGCCTO^^ 



NOV6a, CG58655J01 
Protein Sequence 



SEQ ID NO: 56 



|326aa jMWat 



36511.2kD 



MPPSISAPQAAYIGIBVUALVSVPGNVLVIWAVK^ 
L 

IMGPQTYFHTCLMVACPV^^ 
F 

VVGLTPMFGWHNI^AVERAWAT^^ 
P 

YlilRKQLNKKVSASSGDPQIQrYGKELKIAKSLALIIjF^ 
I 

AI FLTHGNSAMNPIVYAFRIQKFRVTFLKlWNDHra 



NOV6b, 268368558 
DNA Sequence 


SEQ ID NO: 57 


1010 bp 


ORF Start: at 3 


ORF Stop: TAG at 993 


CACCGAAITCCACCA!FGCXXKX!CTCCA 
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G 

GGATGCCACCTTCTGCTTCAIKXnXSTCGC^^ 
C 



T 

CAAGMCCCTCTCXXS^ 
T 

GGATCCTCn^CTTOnXSGTGGG^ 
6 

GCCTGGGCAGCCAACGGCAGCATGGGGGAGCCXJGTG^ 
T 

GQAGTACATGCTCTACTTCAACrrTC^^ 
T 

ACCTGGAGQTCTTCTACCTSVATCC^ 
6 

CAGAAGTACTATGGGAAGGAGCTGAAGATCGC^ 
T 

CAGCTG6CTGGUlUUtK^CA■lVL^i1IAACTGCA , ] 
A 

TCCTTACCTAC^TTGCCATCTTCCTC 
C 

TOC^TC(^GAAGTTCCGCX3TCACXrrTCCTTA 
C 

TCCCMTOACGAGGATCTCCC^^ 



jMWat 



NOV6b, 268368558 
Protein Sequence 



SEQIDNO:58 



330 aa IMW at 36910.6kD 



PNSTMPPSISAPQAAYIGIBVLIALVSVPGNVLVIWAVKraQAIaRDA 
P 

LAILIN1QPQTYFHTCLMVACPVLILTQSS IIi^^ PLRYKMVVTPRRAAVAIA6C 
W 

lU^FVVGLTPMFGWNNI^AVER^^ 
Y 

LEVFYLIRKQLNIQCVSASSGDPQKYYGKXLKX 
I 

LTTLMFLTHGNSAMNPr\nfAFRI^ 



A ClustalW comparison of the above protein sequences yields the following sequence 
alignment shown in Table F6. 



Table F6. Comparison of the NOV6 protein sequences. 



NOV6a MPPSISAFQAAYIGIEVLIALVSVPGimiVXWAVKVNQALRDATPCT 

NOV6b PNSTMPPSISAPQAAYIGIBVLIALVSVPGNVLVIWAVKVNQALRDA 

NOV6a AVGALVI PIiAIIilNIGPQTYFHTCLMVACPVLILTQS S II1ALI1AIAVDRYLRVKI PLRYTC 

N0V6b AVGALVIPIJaLINIGPQrnfFHTCLMVACPVLI 

NOV6a MVVTPM^VAIAGCWII^FVVGLTPMPGWNN^ 

NOV6b MVVTPRRAAVAIAGCWILSFWGLTPKFGW^^ 

NOVSa MBYMVYFI^FVWVLPPLLLMVLIYLB^^ 

NOV6b MBYMVYFNFFVWVI^PIJJjJ^I^^ 

NOVSa ALIIiFLFALSWIiPIiHlLNCTTI^CPSCHKPSILTYIAIFLTHOT 
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NOV6D ALILFIiFALSWLPLHIIiNCITLFCPSCI^^ 



NOV6a VTFLKTWNDHFRCQPAPPIDKDLPEERPDD 
NOV6b VTFIiKIWNDHFRCQPAPPIDBDIiPBBRPDD 



NOV6a (SBQ ID NO; 56) 
N0V6b (SBQ ID NO: 58) 



Further analysis of the NOV6a protein yielded the following properties shown in Table F7. 



Table F7. Protein Sequence Properties NOV6a 



SignalP analysis: 



Cleavage site between residues 31 and 32 



PSORTII analysis: 



PSG: a new signal peptide prediction method 
N-region: length 0; pos.chg 0; neg.chg 0 
H-region: length 15; peakvahie 6.60 
PSG scare: 2.20 . 

GvH: von Heijne's method for signal seq. recognition 
GvH score (threshold: -2.1): -4.41 
possible cleavage site: between 59 and 60 

»> Seems to have no N-terminal signal peptide 

ALOM: Klein et aTs method for TM region allocation 
Init position for calculation: 1 
Tentative number ofTMS(s) for the threshold 0.5: 6 
INTEGRAL Likelihood = -5.84 Transmembrane 15- 31 
INTEGRAL Likelihood = -8.76 Transmembrane 53- 69 
INTEGRAL Likelihood = -122 Transmembrane 87-103 
INTEGRAL likelihood =-633 Transmembrane 124-140 
INTEGRAL Likelihood = -8.01 Transmembrane 185 - 201 
INTEGRAL Likelihood = -6.05 Transmembrane 236 - 252 
PERIPHERAL Likelihood = 4.72 (at 267) 
ALOM score: -8.76 (number of TMSs: 6) 



MTOP: Prediction of membrane topology (Hartmann et aL) 
Center position for calculation: 22 
Charge difference: 2.0 C( 1.0)-N(-1.0) 
C > N: ^terminal side wfll be inside 

»>Caution: Inconsistent mtop result with signal peptide 
>» membrane topology: type 3b 

MTIDISC: discrimination of nritochondrial targeting seq 
R content 0 HydMomenr(75): 0.93 
Hyd Mornent(95): 4.05 G content 1 
D/E content 1 S/T content 2 
Score: -5.83 

Gavel: prediction of cleavage sites for mitochondrial preseq 
R-2 motif at 133 RRAJAV 

NUCDISC: discrimination of nuclear localization signals 
pat4: none 
pat7: none 
bipartite: none 
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content of basic residues: 83% 
NLS Score: -0.47 

KDHL: ER retention motif in the C-tenmnos: none 

BR Membrane Retention Signals: none 

SKL: peroxisomal targeting signal in the C-terminns: none 

PTS2: 2nd peroxisomal targeting signal: none 

VAC: possible vacuolar targeting motif: none 

RNA-binding motif: none 

Actinia- type actin-binding motif: 
type 1: none 
type 2: none 

KMYR: N-myristoylation pattern : none 

Prenylation motif: none 

memYQRL: transport motif from cell surface to Golgj: none 

Tyrosines in the tail: none 

Dfleucine motif in the tail: none 

checking 63 PROSTTB DNA binding motifs: none 

checking 7 1 PROSITE ribosomal protein motifs: none 

checking 33 PROSTTB prokaryotic DNA binding motifs: none 

NNCN: Reinhardfs method for Cytoplasmic/Nuclear discrimination 
Prediction: cytoplasmic 
Reliability: 94.1 

COIL: Lupas's algorithm to detect cofled-coil regions 
total: 0 residues 



Final Results (k = 9/23): 

55.6 %: endoplasmic reticulum 

ll.l%:Golgi 

11.1 %: vacuolar 

11.1 %: vesicles of secretory system 
11.1 %: mitochondrial 

» prediction for CG58655-01 is end (k=9) 

A search of the NOV6a protein against the Geneseq database, a proprietary database that 
contains sequences published in patents and patent publication, yielded several homologous 
proteins shown in Table F8. 
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Table F8. Geneseq Results for NOV6a 


Geneseq 
Identifier 


Protein/Organism/Lengtii [Patent 
# ? Date] 


NOV6a 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Region 


Expect 
Value 


ABP96789 


Human COPD related protein SEQ 
ID NO:39 - Homo sapiens, 326 aa. 
[WO200297127-A2, 05-DEC-2002] 


L.326 
1..326 


326/326 (100%) 
326/326(100%) 


00 


ABP81771 


Human adenosine Al receptor 
protein SEQ ID NO:24 - Homo 
sapiens, 326 aa. [WO200261087- 
A2, 08-AUG-2002] 


1..326 
L.326 


326/326 C100%* 
326/326(100%) 


00 


AAR84192 


Human Al adenosine receptor - 
Homo sapiens, 326 aa 
[GB2289218-A, 15-NOV-1995] 


1..326 
L.326 


326/326(100%) 
326/326(100%) 


0.0 


AAR87655 


Human adenosine receptor Al 
subtype - Homo sapiens, 326 aa. 
[GB2288733-A, 01-NOV-1995] 


1..326 
1..326 


326/326(100%) 
326/326(100%) 


0.0 


AAR93989 


Human ventricle Al adenosine 
receptor - Homo sapiens, 326 aa. 
[WQ9511681-A1, 04-MAY-1995] 


1..326 
1..326 


326/326 (100%) 
326/326 (100%) 


0.0 



In a BLAST search of public sequence databases, die NOV6a protein was found to have 
homology to the proteins shown in the BLASTP data in Table F9. 



Table F9. Public BLASTP Results for NOV6a 


Protein 
Accession 
Number 


Protein/Organism/Length 


NOV6a 
Residues/ 

Match 
Residues 


Identities/ 
Similarities for the 
Matched Portion 


Expect 
Value 


P30542 


Adenosine Al receptor - Homo 
sapiens (Human), 326 aa. 


1.326 
1..326 


326/326(100%) 
326/326(100%) 


0.0 


P47745 


Adenosine Al receptor - Cavia 
porcelhis (Guinea pig), 326 aa. 


1..326 
1.326 


311/326(95%) 
318/326(97%) 


0.0 


A38144 


adenosine receptor Al - bovine, 
326 aa. 


1.326 
1.326 


308/326(94%) 
315/326(96%) 


e-179 


Q8BGU7 


Adenosine Al receptor - Mus 
museums (Mouse), 326 aa. 


1.326 
1.326 


309/326(94%) 
315/326 (95%) 


e-179 


P28190 


Adenosine Al receptor - Bos 
taurus (Bovine), 326 aa. 


1.326 
1.326 


307/326 (94%) 
315/326(96%) 


e-179 
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PFam analysis predicts that the NOV6a protein contains the domains shown in the Table 
F10. 



Table F10. Domain Analysis of NOV6a 


Pfam Domain 


NOV6a Match Region 


Identities/ 
Similarities 
for the Matched Region 


Expect Value 


7tm_5 


4.-278 


46/347(13%) 
165/347(48%) 


0.74 


7tm_l 


26.-288 


81/287(28%) 
204/287(71%) 


3.6e-65 



5 Example F3. Human Adenosine Al Receptor Gate Variants and SNPs 

Variant sequences are included in this application. A variant sequence can include a 
single nucleotide polymorphism (SNP). A SNP can, in some instances, be referred to as a 
"cSNP" to denote that the nucleotide sequence containing the SNP originates as a cDNA. A 

10 SNP can arise in several ways. For example, a SNP may be due to a substitution of one 
nucleotide for another at the polymorphic site. Such a substitution can be either a transition 
or a transversion. A SNP can also arise from a deletion of a nucleotide or an insertion of a 
nucleotide, relative to a reference allele. In this case, the polymorphic site is a site at which 
one allele bears a gap with respect to a particular nucleotide in another allele. SNPs 

15 occurring within genes may result in an alteration of the amino acid encoded by the gene at 
the position of the SNP. Intragenic SNPs may also be silent, however, in the case that a 
* codon including a SNP encodes the same amino acid as a result of the redundancy of the 

genetic code. SNPs occurring outside the region of a gene, or in an intron within a gene, do 
not result in changes in any amino acid sequence of a protein but may result in altered 

20 regulation of the expression pattern for example, alteration in temporal expression, 

physiological response regulation, cell type expression regulation, intensity of expression, 
stability of transcribed message. 

Method of novel SNP Identification: SNPs are identified by analyzing sequence assemblies 
25 using CuraGetfs proprietary SNPTool algorithm. SNPTool identifies variation in assemblies 
with the following criteria: SNPs are not analyzed within 10 base pairs on both ends of an 
alignment; Window size (number of bases in a view) is 10; The allowed number of 
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mismatches in a window is 2; Minimum SNP base quality (PHRED score) is 23; Minimum 
number of changes to score an SNP is 2/assembly position. SNPTool analyzes the assembly 
and displays SNP positions, associated individual variant sequences in the assembly, the 
depth of the assembly at that given position, the putative assembly allele frequency, and the 
5 SNP sequence variation. Sequence traces are then selected and brought into view for manual 
validation. The consensus assembly sequence is imported into CuraTools along with variant 
sequence changes to identify potential amino acid changes resulting from the SNP sequence 
. variation. Comprehensive SNP data analysis is then exported into the SNPCalling database. 

10 Method of novel SNP Confirmation: SNPs are confirmed employing a validated method 
know as Pyrosequencing. Detailed protocols for Pyrosequencing can be found in: Alderbom 
et al. Determination of Single Nucleotide Polymorphisms by Real-time Pyrophosphate DNA 
Sequencing. (2000). Genome Research. 10, Issue 8, August 1249-1265. 

15 In brie£ Pyrosequencing is a real time primer extension process of genotyping. This protocol 
takes double-stranded, biotinylated PCR products from genomic DNA samples and binds 
them to streptavidin beads. These beads are then denatured producing single stranded bound 
DNA SNPs are characterized utilizing a technique based on an indirect bioluminometric 
assay of pyrophosphate (PPi) that is released from each dNTP upon DNA chain elongation. 
. 20 : Following Klenow polymerase-mediated base incorporation, PPi is released and used as a 
substrate, together with adenosine 5 , -phosphosulfate (APS), for ATP sulfurylase, which 
results in the formation of ATP. Subsequently, the ATP accomplishes the conversion of 
hiciferin to its oxi-derivative by the action of lucif erase. The ensuing light output becomes 
• proportional to the number of added bases, up to about four bases. To allow processivity of 

25 the method dNTP excess is degraded by apyrase, which is also present in the starting 

reaction mixture, so that only dNTPs are added to fee template during the sequencing. The 
process has been fully automated and adapted to a 96-well format, which allows rapid 
screening of large SNP panels. 

30 Results 

The DNA and protein sequences for the novel single nucleotide polymorphic variants of the 
Adenosine Al Recepto-like gene ofCuraGen Acc. No. CG58655-01 are reported in Table 
PI 1. Variants are reported individually but any combination of all or a select subset of 
variants are also included. In Table Fl 1, the positions of the variant bases and the variant 
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amino acid residues are underlined. In summary, there are 1 variants reported in Table Fl 1. 
Variant 13381538 is a T to C SNP at 717 bp of the nucleotide sequence that results in a Leu 
to Pro change at amino acid 238 of protein sequence. 

5 Table Fll. Variant of nucleotide sequence Act No. CG58655-01 (SEQ ID NO:55) 



Variant 


Nucleotides 


Amino Adds 


Position 


Initial 


Modified 


Position 


Initial 


Modified 


13381538 


717 


T 


C 


238 


Leu 


Pro 



Table F12. Sequence of Variants 



Table F12A1. Nucleotide sequence of variant 13381538 NOV6aln (underlined). T/C 
(SBQIDNO:167) 

1 OGCCATCCCGCCCTt 
81 GGAACGTGCTGGTG3 
161 (nX3GCTGATGTGGCCGTGGGTGCC^ 

241 CT x xrit^t^irrGceTc^ 

321 ACXTTCCGGGTCAftGATCCC^ 

481 CgGCRGCATGGGGGAGCCCCnX^T^^ 

S61 TTGTOTGGCTlXTGCCCXaX^ 

641 AAGTkAGGTGTCGGCCTCXrrCCGGaSAC^ 

801 CCAtX a iWrJ!ACCKUaTTCCCaTC^^ 

881 CAGAAGTTCCGCGTCACCTTCCTTAAGATTTGGT^ 

961 CCOUSAAOAGAGGCCTrG^TGAC^ 



Table F12A2. Protein sequence of variant NOV6alp (underlined). (SEQ ID NO:168) 

1 MPPSISAFQAAYIGIBVIiIALVSVPGlf^^ 
81 IWJU^PViaiiTQSSIIAIiLAIAVDRYIiRV^ 
161 SMGEPVIKCEFEKVISMKYMVYFNFFVW 

241 FIiFAI>S>^Pimi^CI Tl^PCPSCIIKPS ILTYITVl FLTHQJSAMNP IVYAFRI QKFRVTFLKIHNDHFRCQ P AP f> ID EDLP 
321 KBRPDD 



Table F12A3. Alteration effect 
Leu to Pro 



Example F4. Expression Profile of the Human Adenosine Al Receptor Gene 
10 (CG58655-01) 

The protocol for quantitative expression analysis is disclosed in Example Q9. 

Expression of gene CG58655-01 was assessed using the primer-probe set Ag6342, 
described in Table F13. Results of the RTQ-PCRruns are shown in Tables F14, F15, F16, 
andF17. 

15 Table F13 . Probe Name Ag6342 



Sequences 



|Length[ Start { SEQ ID | 
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Position 


No 


Forward 


5 ' -ccaccgcactcagattgtt-3 • 


19 


543 


210 


Probe 


TBT-5 • -agccaaacataggggtcagtcccac-a * - 
TAMRA 


25 


564 


211 


Reverse 


5 • -atagccggctgctggat-3 ' 


17 


602 


212 



Table F14 . General screening panel vL5 



Tissue Name 


ReL Exp.(%) Ag6342> 
Run 259475625 


Tissue Name 


ReLExp.(%)Ag6342, 
Ron 259475625 


Adipose 


0.8 


Renal ca. TK-10 


73.7 


Melanoma* 
Hs688(A).T 


7.0 


Bladder 


11.4 


Melanoma* 


6.5 


Gastric ca, (liver met) 

MPT Uft"7 


2.9 


m r^t A TV >f'l A 

Melanoma* Ml 4 




Vjastnc ca. jsaiu hi 


U.U 


Melanoma* 
LOXIMVI 


03 


Colon caSW-948 j 


1.0 


Melanoma* SK- 
MEL-5 


0.9 


Colon caSW480 


5.8 


Squamous cell 
carcinoma SCC-4 


0.1 


Colon ca*(SW480 
met) SWo20 


0.7 


Testis Pool 


29.3 


Colon ca HT29 


0.1 


Prostate ca* (bone 
met)PC-3 


0.0 


Colon caHCT-1 16 


6.3 


Prostate Pool 


0.4 


Colon ca CaCo-2 


17.8 • 


Placenta 


18.6 


Colon cancer tissue 


0.1 


Uterus Pool 


0.6 


Colon caSWl 116 


5.6 


Ovarian ca. 
OVCAR-3 


61.1 


Colon ca Colo-205 


0.0 


Ovarian ca. SK-OV- 
3 


2.7 


Colon caSW-48 


0.0 


Ovarian ca. 
OVCAR-4 


22.1 


Colon Pool 


1.0 


Ovarian ca. 
OVCAR-5 


24.5 


Small Intestine Pool 


0.5 


Ovarian ca. IGROV- 
1 


36.3 


Stomach Pool 


03 


Ovarian ca. 
OVCAR-8 


19.5 


Bone Marrow Pool 


0.3 


Ovary 


02 


Fetal Heart 


9.4 


Breast caMCF-7 


79 


Heart Pool 


2.5 


Breast ca. MD A- 
MB-231 


0.8 


Lymph Node Pool 


22 


Breast ca. BT 549 


03 


Fetal Skeletal Muscle 


1.6 
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Breast ca. T47D 


L0 


ISkeletal Muscle Print 


i.d 


Breast ca. MDA-N 


13 


Spleen Pool 


4.9 




n 6 
u.o 


Inymus Pool 


2.0 


Trachea 


23 


CNS cancer (glio/astro) 
Uo/-M(j 


12 


Lung 


02 


CNS cancer (glio/astro) 
U-118-MG 


3.0 


Fetal Lung 


2.5 


CNS cancer 
(neuroptnet) SK-N-AS 


0.8 


Lungca.NQ-N417 


4.5 


CNS cancer (astro) SF- 

fin 

539 


10.5 


Lung ca. LX-1 


1.3 


CNS cancer (astro) 
SNB-75 


45.4 


Lung ca. NCI-H146 


4.3 


CNS cancer (gho) 


36.6 


Lungca.SHP-77 


0.0 


v>iNi3 cancer ^gnoj oJr- 
295 


15.2 


Lvmpr ca. A549 

uUUb Wilt •* X^y^T^ 


1 7 


Drain \j\niygslam) -rOOl 


60.3. 


Lime ca. NCI-H526 


1 < 

X.J 


jorain ^cereoexiumj 


75.3 


Lung ca. NCI-H23 


0.6 


Brain (fetal) 


22.4 


Lung ca. NCI-H460 


0.0 


Brain (Hippocampus) 

.rOOl 


40.3 


Lunff ca_ HOP-62 


% 1 


v^ereorai uonex r ool 


AC 1 

45.1 


Lungca.Na-H522 


2.5 


rsrain loupstantia 
nigra) Pool 


53.2 


Liver 


1 0.5 


Brain (Thalamus^ Pool 


56 6 


Fetal Liver 


1.0 


Brain (whole) 


32.3 


liver ca. HepG2 


0.2 


Spinal Cord Pool 


47.3 


Kidney Pool 


0.6 


Adrenal Gland 


0.4 


Fetal Kidnev 




riuiitary gianu JrOOI 


1.0 


Renal ca. 786-0 


67 4 


0<lilVUiy VjldllQ 


3.o 


Renal ca. A498 


46.7 


Thyroid (female) 


4.3 


Renal caACHN 


100.0 


Pancreatic ca. 
CAPAN2 i 


0.9 


Renal ca UO-31 


13.7 


Pancreas Pool 


8.5 


Table F15. General screening panel vl .7 


Tissue Name 


ReLExp.(%)Ag6342, 
Run 318350017 


Tissue Name 


ReL Exp.(%) Ag6342, 
Run 318350017 


Adipose 


21.2 


Gastric ca. (liver met) 
NCI-N87 


0.2 


HUVEC 


0.0 


Stomach 


0.0 


Melanoma* 
Hs688(A).T 


0.0 


Colon ca.SW-948 


0.0 
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Melanoma* 
Hs688(B).T 


0.2 ( 


^olon ca SW480 


0.1 


Melanoma (met) 

ntr \JTDJ C 


0.2 

* 


fCWTAOf\ 

^olon ca (SW48U met) 
5W620 

J JJ WAV 


1.9 


Testis 


17 0 


f!olon ca HT29 


0.1 


Prostate ca (bone 
met)PC-3 


0.1 


Colon caHCT-1 16 


63 


Prostate ca* JJU14> 




Tlolnn rjmftpr tissue 

^*\JX\JXk \*&U\s\ji UooUV 


0.2 


Prostate pool 


0.2 


Colon ca.SWl 116 


1.9 


Uterus pool 


0.0 


Colon ca Colo-205 


A A 
0.0 


Ovarian ca. 
OVCAR-3 


18.2 


Colon caSW-48 


0.0 


Ovarian ca 
(ascites) SK-OV-3 


2.2 


Colon 


0.4 


Ovarian ca. 
OVCAR-4 


26.1 


Small Intestine 


0.0 


Ovarian ca 
OVCAR-5 


0.9 


Fetal Heart 


0.8 


Ovarian ca 
IGROV-1 


100.0 


Heart 


0.6 


Ovarian ca 
OVCAR-8 


6.8 


Lymph Node pool 1 


0.3 


Ovary 


0.2 


Lymph Node pool 2 


i > 


Breast ca MCF-7 


1.1 


peiai oKeiexai iviuscie 


1 (\ 


Breast ca MDA- 
MB-231 


3.1 


Skeletal Muscle pool 


02 


Breast ca BT-549 


0.1 


oKeieiai jviuscie 


ft 6 


Breast caT47D 


12 


Spleen 


1.5 


Breast pool 


0.3 


Thymus 


0.2 


Trachea 


2.2 


CNS cancer (glio/astro) 
SF-268 


1.5 




1.4 


CNS cancer (glio/astro) 
T98G 


1.4 


Fetal Lung 


1.5 


CNS cancer 
(neuropnet) SK-N-AS 


0.0 


Lung ca NCI-N417 


2.0 


CNS cancer (astro) SF- 
539 


7.6 


Tviine: ca LX-1 


0.3 


CNS cancer (astro) 
SNB-75 


8.7 


Lung ca NCI-H14* 


4.1 


CNS cancer (glio) 
SNB-19 


93 


Lung ca SHP-77 


0.0 


CNS cancer (glio) SF- 
295 


0.5 


Lung ca NCI-H23 


11.2 


Brain (Amygdala) 


27.9 


Lung ca NCI-H46( 


) 1.8 


Brain (Cerebellum) 


52.1 j 
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Lung ca. HUr-o2 


1.1 


Brain (Fetal) 


28.1 


Lung ca. JNU-H522 


3.6 


Brain (Hippocampus) 


20.6 


T i-mn TYKJTO 11/1 

Lung ca. JL>Mb-l 1 4 


1.5 


Cerebral Cortex pool 


18.8 


Liver 


0.2 


Brain (Substantia 


103 


Fetal Liver 


02 


Brain rrhalamn^ 


9^ 0 


Kidnev nool 


72 


Brain AVhole^ 


R0 7 


Fetal Kidnev 


3.0 


5fninfll f*!rtrd 


10 51 


Renal ca, 786-0 


05 


Adrenal frlanH 


fi 1 

U.J 


Renal ca. A498 




Pituitary Gland 


0.6 


Renal caACHN 


80.1 


Salivary Gland 


3.3 


Renal ca. UO-31 


8.1 


Thyroid 


1.8 


Renal ca.TK-10 


59.0 


Pancreatic ca. PANC-1 


2.8 


Bladder 


0.6 


Pancreas pool 


1.7 



Table F16. Panel 5 Islet 



Tissue Name 


KeL Hxp.(%) 
Aff6342. Run 
259472132 


ReL Exp.(%) 
263594805 


ReL Exp.(%) 
271406445 


97457__Patient-02go adipose 


34.4 


9.6 




97476 Patient-07sk skeletal muscle 


0.0 


1.4 


1.9 


97477 Patient-07ut uterus 


0.0 1 


3.1 


0.9 


97478 J>atient-07pljplacenta 


88.9 


79.0 


68.8 


99167_Bayer Patient 1 


28.5 


15.3 


19.2 


97482_Patient-08utjuterus 


0.0 


2.0 


0.0 


97483 JPatient-08pl_placenta 


36.9 


27.7 


27.5 


97486 Patient-09sk skeletal muscle 


11.1 


1.7 


4.0 


97487 Patient-09ut uterus 


0.0 


0.0 


2.0 


97488JPatient-09pljplacenta 


100.0 


64.2 


633 


97492__Patient-l 0ut_uterus 


8.2 


1.9 


3.8 


97493 JPatient-10pl_placenta 


96.6 


100.0 


100.0 


97495_Patient-l 1 go_adipose 


34.4 


33 


4.1 


97496 Patient- llsk skeletal muscle 


9.7 


6.4 


2.0 


97497 Patient-llut uterus 


12.7 


3.1 


6.1 


97498iPatienM lpl_placenta 


52.9 


67.4 


62.0 S 


97500JPatient-12go_adipose 


28.1 


24.0 


18.6 


97501 Patient-12sk skeletal muscle 


20.0 


9.9 


10.1 


97502 J?atient-12utjuterus 


.8.1 


2.6 


5.5 


97503__Patient-12pl_placenta 


67.8 


47.0 


40.3 


94721_Donor 2 U - AJrfesenchymal 
Stem Cells 


75.8 


68.3 


53.2 


94722 JDonor 2 U - B ^Mesenchymal 


22.4 


46.0 


57.4 
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Stem Cells 








94723_Donor 2 U - CMesenchymal 
Stem Cells 


62.0 


51.8 


57.0 


94709 JDonor 2 AM - Aadipose 


3.1 


21.8 


143 1 


94710JDonor 2 AM - B_adipose 


0.0 


53 


9.4 


9471 l_Donor 2 AM - C_adipose 


8.7 


14.8 


8.2 


94712 Donor 2 AD - A adiDOse 


19.1 


17.7 


14.0 


94713 JDonor 2 AD - B_adipose 


13.0 


29.7 


2215 


94714_J-)onor 2 AJJ - C_adipose 


1 A 1 


JD.O 


19 9 


94742_Donor 3 U - A_Meseacnymal 

Stem fWk 


23.3 \ 


29.1 


5.9 


Donor 1 TT - B Mesenchvmal 
Stem Cells 


33.0 j 


8.9 


283 


94730 JDonor 3 AM - Aadipose 


0.0 ' 


5.1 


7.0 


94731 JDonor 3 AM - B_adipose 


0.0 


7.5 


0.0 


94732JDonor 3 AM - C_adipose 


4.3 


3.3 


3.7 


94733 JDonor 3 AD - A_adipose 


0.0 


1.1 


12.4 


QATXA TVvrirvr *X AT"i _ "R aHfnr*Qf* 
y*t 1 3*f LJ onur 3 xVL/ - x?__dUipU£>G 


% 7 


1 8 


2 1 


y*t i jj i/onor -> /vi-/ - v^_«ttiipu2>o 


9^ 9 




7 0 


77138_Iiver HepG2untreated 


0.0 


1.7 


3.8 


73556J3eartJJaraiac stromal cells 


0.0 


0.0 


0.0 


81735 Small Intestine 


4.2 


8.3 


7.6 


72409_Kjdney_Proximal Convoluted 

luOuic 


36.9 


22.7 


15.8 


ozdoj oiiirtii JLUU^ouiic J-/ uvjucu mu 




3 8 


0.0 


90650_A(lTenal_Adrenocortical 


0.0 


0.0 


2.0 


7241 0 Kidney HRCE 


48.3 


323 


44.1 


72411_Kidney_HRE 


54.0 


463 


33.2 


73 1 39_Uterus_Uterine smooth 
muscle cells 


12.1 


14.5 


9.8 



Table F17. Human Metabolic 



Column A - ReL Exp.(%) Ag6342, Run 324668027 


Tissue Name 


A 


Tissue Name 


A 


137857 psoas-AA.M-Diab.-hi 
BMI-6 


0.2 


139523 pancreas-HLM.Nonn-hi BMI-31 


03 


135760 psoas-HlM.Diab.-bi 
BMI-21 


4.1 


139520 pancreas-CCJMtNoxm-hi BMI-29 


03 


134827 psoas-CE.MIMab.-bi 
BMI-4 


0.2 


142744 pancreas-HLMJSronn-med BMI-35 


0.4 


137860 psoas-AAMDiab.- 


0.6 


139545 pancreas- AAM-Norm-med BMI-47 


03 



264 



WO 2004/013347 



PCT/US2003/024504 



med BMl-8 








137834 psoas-CCAlDiab.- 
med BMI-2 


0.5 


139531 pancreas- AAM.Norm-rned BMI-37 


0.0 


137828 psoas-CCMDiab.- 
med BMI-1 


0.7 


137871 pancreas-CCM.Norm-med BMI-26 


1.5 


135763 psoas-HLMDiab - 
med BMl-23 


0.9 


139541 pancreas-Hi.M.Norm-low BMI-4 1 


0.2 


142740 psoas-ASM£>iab.- 
low BMl-20 


0.4 


139537 pancreas-CCJ4.Noim-low BMI-40 


6.7 


134834 psoas-AA-MJDiab.- 
low BMI-17 


0.5 


139533 pancreas-CCJvlJvfonn-low BMI-39 


0.0 


137850 psoas-ASMJSkmn-hi 
BMI-34 


1.7 


137845 pancreas- AS Jvd.Nonn-low BMI-28 


1.0 


135769 psoas-HLM^form-hi 
BMI-31 


0.2 


143530 small intestine- AA.MLDiab.-hi BMI-6 


0.3 


135766'psoas-AA.MJ^orm-hi 
BMI-25 


03. 


143529 small intestine-CCJvI.Diab.-hi BMI-4 


02 


142746 psoas-AAAlNonn- 
med.BMI-37 


0.3 


143538 small irjtestme-HLMXHab.-med BMI-23 


3.6 


142745 psoas-Ht.MJ^orm- 
med BMI-35 


0.1 


143531 small intestine- AA.M.Diab.-med BMI-8 


0.2 


137855 psoas-AAJVLNorm- 
medBMI-47 


02 


143528 small intestine-CCM.Diab.-med BMI-2 


03 


137844 psoas-CCivLNoim- 
med BMI-26 


0.1 


143537 small intestme-BXM J)iab.-low BMI-22 


0.3 


142742 psoas-CCJMJs[orm- 
lowBMI-40 


0.7 


143535 small intestine-ASM.Diab.-low BMI-20 


0.4 


137873 psoas- AS M-Norm- 
low BMI-28 


0.6 


143534 small intestine-AAMJMab.-low BMI-17 


0.2 


137853 psoas-HLMNoim- 
lowBMI-41 


0.7 


143544 small intestine- AS .M.Norm-hi BMI-34 


0.2 


135775 psoas-CCMJtfonn- 
low BMI-39 


0.6 


143543 small intestine-IILM.Norm-hi BMI-31 


0.8 


137858 diaphragm- 
AA.MEhab.-hi BMI-6 


0.4 


143542 small mtestine-CCM.Norm-hi BMI-29 


0.1 


135772 diaphragm- 
AS-MJDiab-hi BMI-9 


0.3 


143539 small intestine-AAMJsform-hi BMI-25 


3.1 


135761 diaphragm- 
HLMJDiab.-hi BMI-21 


13 


143548 small intcstinc-AA.M.Norm-med BMI-47 


0.1 


134828 diaphragm- 
CC.M.Diab.-hi BMI-4 


03 


143547 small intestine- AAJviJ^orm-med BMI-37 


0.1 


137835 diaphragm- 
CCJVLDiab.-med BMI-2 


02 


143540 small mtestine-CCJVLNorm-med BMI-26 


0.1 


135764 diaphragm- 
HLMJDiab.-med BMI-23 


02 


143550 small mtestme-CCMLNorm-low BMI-40 


0.0 


134835 diaphragm- |0.4 


143549 small intestine-CC.M.Norm-low BMI-39 


0.2 
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AAJMJJiaD.-lOW &NX1-L 1 






142738 diaphragm- 
jm. jn orm-ni UMi-zy 


0.7 


143546 small intestrne-HIJMJ^orm-low BMI-41 


0.0 


139517 diaphragm- 

A C "KiT VTanm J»i "DA/TT 1A 
JV1 JN Orm-xll Jt>Ml-34 


0.9 


143525 hypothalamus-m.MJDiab.-bi BMI-21 j 


0.2 


137848 diaphragm- 

ttt \jr XT^***» Vii mufT "31 

i±L JVL N orm-ni dMIo i 


0.4 


143515 hypothalamus-CC.MJDiab.-bi BMI-4 


0.0 


137843 diaphragm- 
AA.M. jn orm-ni BM1-ZD 


0.2 


143513 hypothalamus-AAM.Diab.-hi BMI-6 


35.1 


137879 diaphragm- 

A A "n if TlT.-i.ill T>X/TT 

AA^MJSJ orm-mea r$Ml-4 / 


0.2 


143507 hypothalamus-AS.MDiab.-hi BMI-9 


42.0 


137872 diaphragm- j 
CC-M-Norm-med BMI-26 


02 


143506 hypothalamus-CC-M.Diab.-med BMI-1 


83.5 


135773 diaphragm- 
HLM.Norm-med BMI-33 


0.7 


143505 hypothalamus-HI.MJDiab.-med BMI-23 


0.4 


139542 diaphragm- 
HIM.Norm-low BMI-41 


IS 


143509 hypothalamus- AA.MJDiab.-low BMI-1 7 


100.0 


137877 diaphragm- 
CCM-Norm-low BMI-39 


0.7 


143508 hypothalamus-CC.MJDiab.-low BMI-1 3 


375 


137874 diaphragm- 
AS.M.Norm-low BMI-28 


0.4 


143503 hypothalamus- AS JvLDiab.-low BMI-20 


60.3 


141340 subQadipose- 
AAM .Diab.-hi BMI-o 


2.8 


143522 hypothalamus-HIJM.Noim-hi BMI-31 


0.0 


137836 subQadipose- 

xxx ■» w x"v * i t • x"\"fc rr o *v 

HLMXhab.-hi BMI-21 


0.1 


143516 hypotbalamus-ASJMJvform-hi BMI-34 


0.0 


135771 subQadipose- 
AS JV1 Xhab-hi BMI-9 


0.2 


143511 hypothalamus-CCJvl.Norm-hi BMI-29 


335 


141329 pancreas- 
CCM.Diab.-hi BMI-4 


1.1 


143504 hypothalamus- AAJvl.Norm-hi BMI-25 


19.9 


137862 subQadipose- 
CCM.Diab.-med BM1-1 


0.4 


143517 hypothalamus- AAMNorm-med BMI-47 


03 


135762 subQadipose- 
fuJMLDiab .-med BMI-23 


0.0 


143514 hypothalamus-HLM.Nonn-med BMI-35 


16.8 


141338 subQadipose- 

A O \Jf T\1*JW 1m» TV* jIT OA 

AJb.MJ2iab.-low BM1-20 


0.1 


143521 hypothalamus- AS -MJNorm-low BMI-28 


0.1 


139547 subQadipose- 
HJLMXhao.-low BM1-22 


0.2 


143512 hypothalamus-CC.M.Norm-low BM1-40 


0.1 


135757 subQadipose- 
C U JrlJJiab .-low BM1-13 


0.1 


145454 Patieht-25pl (CC.Diab.low BMI.no insulin) 


17.6 


134832 subQadipose- 
AAMJJiab.-low BM1-17 


0.6 


110916 Patient- 18pl (HI.Diab.obese.no insulin) 


6.0 


l^f i^jz suDi^auipose- 
HLMNoim-hi BMI-31 


0.5 


110913 Patient-18go (HI.Diab.obese.no insulin) 


0.5 


135767 subQadipose- 
CCMJNoim-hi BMI-29 


0.1 


110911 Patient-17pl (CC.Diab.low BMI.no insulin) 


18.8 


135765 subQadipose- 


1.1 


110908 Patient-17go (CCDiab.low BMLno 


1.7 
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A C XiT >Tn ■ i 1_ * T>A JTT 1 A 

Ad JVUNorm-ni BMI-34 




insulin) 




141339 subQadipose- 
ru. jvijn onn-med xjMI-j D 


0.8 


100752 Patient-15sk (CC.Diab.obese.no insulin) 


1.9 


141334 subQadipose- 
L/L, JVi Jsorm-mea r>j\al-zo 


0.4 


97828 Patient-13pl (CCDiab.overwtno insulin) 


9.7 


139544 subQadipose- 

A A \A Mnrm moA T>"KifT AH 


1.5 


1601 14 Patient 27-ut (CCDiab.obese.insulin) 


0.5 


137875 subQadipose- 
/YAJVLIN onn-med dMi-3 / 


0.5 


160113 Patient 27-pl (CCJMab.obese.insulin) 


21.5 


141331 subQadipose- 
Ao JVUvionn-low bmi-Zo 


0.5 


160112 Patient 27-sk (CCDiab.obesejnsulin) 


0.5 


137878 subQadipose- 
Jdl JMLJN oim-low BM1-41 


0.1 


160111 Patient 27-go (CCDiab.obese.insulin) 


13 


137876 subQadipose- 
CC-MJsform-low BM1-39 


0.1 


145461 Patient-26sk(CCXHab.obese.insulin) 


2.1 


137859 vis.adipose- 

Jk. A It £ T*V* 1_ Li T^X XT 

AA-M.Diab.-hi BMI-6 


0.0 


145441 Patient-22sk (CC J>iab.low BMIinsulin) 


6.8 


135770 vis.adipose- 
ASMDiab-hi BMI-9 


0.4 


145438 Patient-22pl (CCDiabJow BMLinsulin) 


14.8 


135759 vis.adipose- 
HLMDiab.-hi BMI-21 


0.1 


145427 Patient-20pl (CCDiab.overwtinsulin) 


18.8 


143502 vis.adipose- 
CC.Mlhab.-med BMI-2 


23 


97503 Patient-12pl (CCDiab.unknown 
BMI.insulin) 


2.5 


139510 vis.adipose- 
AAJMDiab.-med BMI-8 


0.1 


145443 Patient-23pl (CC.Non-diab.overwt) 


11.9 


137861 vis.adipose- 
CC.MDiab.-med-l 


0.2 


145435 Patient-21pl (CCNon-diab.overwt) 


20.3 


137839 vis.adipose- 
HLMJhab.-med BMI-23 


0.0 


1 10921 Patient-19pl (CCNon-diab.low BMI) 


7.9 


139546 vis.adipose- 
HLMJhab.-low BMI-22 


0.2 


110918 Patient-19go (CCNon-diabJow BMI) 


LI 


137831 vis.adipose- 
CC.MDiab.-low BMI-13 


0.0 


97481 Patient-08sk (CC.Non-diab.obese) 


0.9 


139522 vis.adipose- 

TTT X X \T t_- TkX MX *> i 

HLMJNonn-m BMI-31 


0.5 


97478 Patient-07pl (CC JSfon-diab.obese) 


7.9 


139516 vis.adipose- 
ASJMNorm-hi BMI-34 


0.1 


1601 17 Human Islets-male, obese 


0.2 


137846 vis.adipose- 
CC.M JNonn-hi BM1-29 


0.1 


145474 PANC1 (pancreas carcinoma) 1 


2.0 


137841 vis.adipose- 

a a » / at "t • T%"fc XT O^ 

AAMNonn-bi BMI-25 


03 


154911 Capan2 (pancreas adenocarcinoma) 


2.8 


i;>io*o vis.auipose- 
AAJMNorm-med BMI-47 


0.7 


141 190 SW579 (thyroid carcinoma) 


0.1 


139532 vis.adipose- 
AAMNorm-med BMI-37 


0.1 


145489 SK-N-MC (neuroblastoma) 1 


0.0 


139530 vis.adipose- 


02 


145495 SK-N-SH (neuroblastoma) 1 


2.1 
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iLMJNorm-mea nMI~J5 








139539 vis.adipose- 
iLMLN Oim-lO W UMl-41 


D.O 


145498 U87 MG (glioblastoma) 2 


10.1 


139535 vis.adipose- 

rsr* ~k m > Tj hill Isvnr "Q"K>fT /I A 


0.1 


145484 HEp-2 (larynx carcinoma) 1 


0.2 


137852 vis.adipose- 

CL JnIJN orm-low oMl-Jy 


0.7 


145479 A549 (hmg carcinoma) 


2.4 


135768 vis.adipose 

i n i / TlT_.-t.t_ 1/x«r T_>*kAT*00- 

ASMJNorm-low JBMl-zo 


0.1 


145488 A427 (hmg carcinoma) 2 


4.0 


141327 liver-CCMXttab.-hi 
BMI-4 


0.1 


145472 FHs 738Lu (normal lung) 1 


8.1 


139514 hver-HLM.Diab.-hi 

T-X _TT O 1 

BMI-21 


0.2 


141 187 SKW6.4 (B lymphocytes) 


0.0 


139526 Uver-CCMDiab.- 
med BMI-2 


0.3 


154544 IM-9 (immiinoglobulin secreting 
ymphoolast) 


0.0 


139511 hver-AAMJWab.- 
medBMI-8 


0.4 


154645 MOLT-4 (acute lymphoblastic leukemia 
derived from peripheral blood) 


1.0 


137840 Hver-HLM.Diab.-med 
BMI-23 


0.1 


154648 U-937 (histiocystic lymphoma) 


0.0 


137827 hver-CC-MJWab.- 
medBMI-1 


0.0 


154647 Daudi (Buikitt's lymphoma) 


0.1 


137838 Uver-HLM.Diab.-low 
BMI-22 


0.0 


145494 SK-MEL-2 (melanoma) 2 


1.5 


135758 Kver-CCirfJDiab.-low 
BMI-13 


0.0 


141176 A375 (melanoma) 


3.4 


139519 Hver-CCJVLNonn-hi 
BMI-29 


0.4 


154642 SW 1353 (humerus chondrosarcoma) 


122 


139518 Uver-AA.M.Norm-hi 
BMI-25 


02 


141 179 HT-1080 (fibrosarcoma) 


2.0 


137849 hver-AS.M.Norm-hi 
BMI-34 


0.0 


145491 MG-63 (osteosarcoma) 1 


48.6 


137847 Uver-HUMJ^orm-hi 
BMI-31 


0.0 


141 1 86 MCF7 (breast carcinoma) 


42 


142741 liver-AAJi4.Norm- 
medBMI-37 


0.Q 


141193 T47D (breast carcinoma) 


2.3 


141341 Hver-fflMJSTorm-med 
BMI-35 


0.1 


154641 BT-20 (breast carcinoma) 


35.8 


141335 fiver-COMJNorm- 
med BMI-26 


0.1 


141 175 293 (kidney transformed with adenovirus 5 

UNA) 


0.7 


139540 Hver-HLAlNorm-low 
BMI-41 


2.1 


141 182 HUH hepatoma 1 


0.0 


ijyD^f uver-v^O-JVi jn onn- 
lowBMI-39 


2.6 


141 184 HUH7 hepatoma 1 


0.0 


139521 liver-AS_M.Norm-low 
BMI-28 


0_3 


145478 HT1376 (bladder carcinoma) 


3.6 


141328 pancreas- 


1.6 


145481 SCaBER (bladder carcinoma) 


0.0 
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vA^ JViJLn.aD.-ni umi-4 








139525 pancreas-ASALDiab.- 

hi "D"KyTT Q 


02 


141 192 SW620 (lymph node metastatsis, colon 
carcinoma) 2 


1.6 


137856 pancreas- 


4.8 


141180 HT29 (colon carcinoma) 1 


0.0 


137837 pancreas-HIMJDiab.- 

Dl Jt> JVLL-Z 1 


1.8 


141 188 SW480 (colon carcinoma) 1 


2.5 


141337 pancreas- 


0.0 


154646 CAOV-3 (ovary adenocarcinoma) 


16.4 


139527 pancreas- 
iA^JVi jJiao.-meci r>Ml-l 


0.1 


141 194 HeLa (cervix carcinoma)- 2 


62 


139515 pancreas-HLMDiab.- 
mea xjJVLI-Zo 


8.4 


145482 HeLa S3 (cervix carcinoma) 1 


0.3 


139512 pancreas- 
AAJVLJJiab.-mea BMI-8 


3.9 


145486 DU145 (prostate carcinoma) 


53.6 


142739 pancreas-AS.M.Diab.- 
low BMI-20 


0.9 


154643 PC-3 (prostate adenocarcinoma) 


0.0 


139513 pancreas- 
CCM.Diab.-low BMI-13 


0.9 


154649 HCT-8 (ileocecal adenocarcinoma) 


8.3 


142743 pancreas- 
AAM.Norm-hi BMI-25 


2.9 







General screening panel vl.7 Summary: (Ag6342) The highest expression of this gene 
was detected in the ovarian cancer cell line IGROV-1 (CTH24). This gene is overexpressed 
in several ovarian cancer cell lines as compared to normal tissue. This gene was 
overexpressed in several renal cancer cell lines as compared to normal tissue. Therapeutic 
5 modulation of this gene, expressed protein and/or use of antibodies or small molecule drugs 
targeting the gene or gene product may be useful in die treatment of renal and ovarian 
cancers. 

Among tissues with metabolic or endocrine function, this gene was significantly expressed at 
high to moderate levels in pancreas, adipose, adrenal gland, thyroid, pituitary gland, skeletal 
10 muscle, heart, liver and the gastrointestinal tract Therapeutic modulation of this gene, 

expressed protein and/or use of antibodies or small molecule drugs targeting the gene or gene 
product will be useful in the treatment of endocrme/metabolically related diseases, such as 
obesity and diabetes. 

Human Metabolic Summary: (Ag6342) The highest expression of this gene was detected 
15 in the hypothalamus of a diabetic patient This gene is expressed at increased levels in 

hypothalamus of diabetic patients. This gene was expressed at low levels in visceral adipose, 
skeletal muscle and pancreas. Therapeutic modulation of this gene, expressed protein and/or 
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use of antibodies or small molecule drugs targeting the gene or gene product will be useful in 
the treatment of endocrine/metabolically related diseases, such as obesity and diabetes. 



Panel 5 Islet Summary: (Ag6342) The expression of this gene was downregulated in mid- 
differentiated and differentiated adipose cells. Therapeutic modulation of this gene, 
5 expressed protein and/or use of antibodies or small molecule drugs targeting the gene or gene 
product will be useful in the treatment of obesity. Pursuant to our invention, this data shows 
for the first time, that this receptor subtype is expressed in human islet cells (Bayer patient 
1). 

10 Example F5. Assays Screening for Modulators of Adenosine Al Receptor 

Adenosine Al receptor activation mediates the inhibition of cAMP formation 
through Qi protein signalling. This is relevant for insulin secretion because an increase in 
intracellular cAMP potentiates insulin secretion. Type 2 diabetes is caused by too little 
15 insulin secretion. Therefore, an antagonist of Adoral will act to increase insulin secretion 
and the antagonist would be suitable in treatment of Type 2 diabetes. 

Although the disclosed sequences of Adenosine Al receptor are the preferred 
isoforms, any of the other isofonns may be used for similar purposes. Furthermore, under 
20 varying assay conditions, conditions may dictate that another isoform may supplant the listed 
isoforms. The CG58655-01 gene described herein, encoding the human Adenosine Al 
receptor, represents a full-length physical clone and may be used directly for expression and 
screening purposes. 

25 Assays for screening for modulators of human Adoral can be formulated utilizing the 

non-exhaustive list of cell lines that express Adoral from the RTQ-PCR results shown 
herein. 

Adenosine Al receptor activation mediates the inhibition of adenylyl cyclase and 
30 cAMP formation through Q protein signalling. To assay the inhibition of adenosine Al 
receptor, the measurement of intracellular cAMP can be utilized. Cyclic AMP 
measurements can be made using the Biotrak cAMP assay system (Amersham Biosciences, 
Piscataway, NJ, USA). (Hamdahl L, Jing XJ, Ivarsson R, Degennan E, Ahren B, 
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Manganiello VC, Renstrom E, Hoist LS. Important role of phosphodiesterase 3B for the 
stimulatory action of cAMP on pancreatic beta-cell exocytosis and release of insulin. J Biol 
Chem. 2002 Oct 4;277(40):37446-55. PMID: 12169692). An increase in cAMP would be 
indicative of a positive screen. To evaluate the efficacy of the compound(s) thus identified, 
5 the effect on glucose-stimulated insulin secretion can be assayed in vitro with dispersed rat 
islets as used herein, or can be assayed in vivo by the effects on blood glucose in known 
rodent models of Type 2 diabetes. 

Our results indicate that a modulator of Adoral activity, such as an inhibitor, 
10 activator, antagonist, or agonist of Adoral may be useful for treatment of such disorders as 
obesity, diabetes, and insulin resistance, as well as for enhancement of insulin secretion. 

G. NOV7 - 3-Hydroxy-3-MethylglutaryI Coenzyme A Lyase (HMG-CoA Lyase or 
HMG-CoA or HL) 

15 3-Hydroxy-3-Methylglutaryl Coenzyme A Lyase catalyzes the final step of 

ketogenesis, an important pathway of mammalian energy metabolism. HMG-CoA Lyase 
deficiency known as hydroxymethylglutaricaciduria is an autosomal recessive inborn error in 
man leading to episodes of hypoglycemia and coma. ' 

20 HMG-CoA Lyase has the following catalytic activity: 

(s)-3-hydroxy-3-methylghitaryl-CoA = acetyl-CoA + acetoacetate 

HMG-CoA affects biochemical pathways relevant to the etiology and pathogenesis of 
25 obesity and/or diabetes. The scheme incorporates the unique findings of these discovery 
studies in conjunction with what has been reported in the literature. The outcome of 
inhibiting the action of the human HMG CoA lyase would be a reduction of Insulin 
Resistance, a major problem in obesity and/or diabetes. HMG-CoA lyase uses HMG-CoA as 
a substrate to produce acetoacetate and acetyl-CoA. This is the final step in ketogenesis and 
30 leucine metabolism. Importantly, acetyl-CoA from this reaction can be fed back into the 
TCA cycle but also into lipogenic pathways. 

We discovered that Mitochondrial 3-Hydroxy-3methylghitaryl coenzyme A lyase 
(mHMG-Co A lyase) is upregul ated in the liver of SHR and WKY rats after triglitazon e 
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treatment mHMG-CoA lyase is the final step in ketogenesis and leucine catabolism which 
has 3-hydroxy-methylglutaryl-CoA as its substrate, and produces acetoacetate (ketone body) 
and acetyi-Co A. This process takes place in the liver especially during weight loss and the 
amount of acetyl-Co A produced during both fatty acid oxidation and ketogenesis often 
5 exceeds the capacity of the TCA cycle. Moreover, excess citrate shunts acetyl-CoA back into 
the cytoplasm where it is used for cholesterol and fatty acid biosynthesis. Therefore, 
inhibiting this enzyme during weight loss may slow down ketone body formation and the 
generation of acetyl-Co A, and thus prevent fee saturation of the TCA cycle. 

1 0 The above formula summarizes fee biochemistry surrounding fee human HMG-CoA 

Lyase and potential assays feat may be used to screen for antibody therapeutics or small 
molecule drugs to treat obesity and/or diabetes. Cell lines expressing the HMG-Co A Lyase 
can be obtained from the RTQ-PCR results shown herein. These and other HMG-Co A 
Lyase expressing cell lines could be used for screening purposes. 

15 Furthermore, our results indicate feat a modulator of HMG CoA Lyase activity, such 

as an inhibitor, activator, antagonist, or agonist of HMG CoA Lyase may be useful for 
treatment of such disorders as obesity, diabetes, and insulin resistance, as well as for 
enhancement of insulin secretion. 

20 Discovery Process 

The following sections describe the study design(s) and the techniques used to 
identify the HMG-CoA Lyase - encoded protein and any variants, thereof, as being suitable 
as diagnostic markers, targets for an antibody therapeutic and targets for a small molecule 
drugs for Obesity and Diabetes. 

25 

Example Gl. Insulin Resistance Study 

A protocol Insulin Resistance study is disclosed in Example Q5. 

The spontaneously hypertensive rat (SHR) is a strain exhibiting features of fee 
human Metabolic Syndrome X. The phenotypic features include obesity, hyperglycemia, 
30 hypertension, dyslipidemia and dysfibrinolysis. Tissues were removed from adult male rats 
and a control strain (Wistar - Kyoto) to identify fee gene expression differences that underlie 
fee pathologic state in fee SHR and in animals treated with various anti-hyperglycemic 
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Tissues included sub-cutaneous adipose, visceral adipose and 



A gene fragment of the rat HMG-COA LYASE was initially found to be upregulated 
5 by 1.6 fold in the liver ofWKY rats treated with Tioglitazone LD10 relative to WKY rats 
treated with 0.02% DMSO as control using CuraGen's GeneCalling® method of differential 
gene expression. A differentially expressed rat gene fragment migrating at approximately 
426.4 nucleotides in length, was definitively identified as a component of the rat HMG CoA 
Lyase cDNA in fee Troglitazone treated and the untreated WKY control rats. The method of 
1 0 competitive PGR was used for confirmation of the gene assessment The chromatographic 
peaks corresponding to the gene fragment of the rat HMG CoA Lyase were ablated when a 
gene-specific primer (shown in Table Gl) competes with primers in the linker-adaptors 
' during fee PGR amplification. The peaks at 426.4 nt in length were ablated in fee sample 
from both the Troglitazone treated and the untreated WKY control rats. The altered 
1 5 expression of these genes in fee animal model support the role of HMG CoA Lyase in fee 
pathogenesis of obesity and/or diabetes. 

Table Gl . The sequence of fee 427 nucleotide-long gene fragment and fee gene-specific 
primers used for competitive PCR are indicated on the cDNA sequence of fee rat HMG 
CoA Lyase fragment (SEQ ID NO:213) and are shown below in bold. The grate-specific 
primers at the 5* and 3' ends of fee fragment are underlined . 

Gene Sequence identified in WKY Troglitazone LD10 vs. 0.02% DMSO (Identified 
fragment from 612 to 1038 in bold, band size: 427) 

GGCCCCCGAG ATGCTCTGCA GAATGAAAAG AGTATCGTGC CGACGCCAGT GAAAATCAAA CTGATAGACA 
TGCTATCCGA AGCAGGGCTC CCGGTCATCG AGGCCACCAG CTTTGTCTCT CCCAAGTGGG TGCCGCAGAT 
GGCTGACCAC TCTGACGTCT TGAAGGGCAT TCAGAAGTTT CCCGGCATCA ACTACCCGGT CCTGACACCA 
AACATGAAAG GCTTTQAGGA AGCGGTAGCT GCAGGTGCCA AGQAAGTGAG CATCTTTGGO GCTGCGTCCO 
AGCTCTTCAC CCGGAAGAAT GTGAACTGCT CTATAGAGGA GAGTTTCCAG CGCTTTGATG GGGTCATGCA 
GGCCGCGAGG GCTGCCAGCA TCTCTGTGAG AGGGTAXGTC TCCTGTGCCC TCGGATGTCC CTACGAGGGO 
AAGGTCTCCC CGGCTAAAGT TGCTQAGGTC GCCAAGAAGT TGTACTCAAT GGGCTGCTAT GAGATCTCCC 
TTGGGGACAC CATTGGCGTA GGCACGCCAG GACTCATGAA AGACATGCTG ACTGCTOTCC TGCATGAAGT 
GCCTOTGGCC GCATTGGCTG TCCACTGCCA TGACACCTAT GGCCAAGCTC TGGCCAACAC GTTGOXGGCC 
CTGCAflATGQ GAGTGAGCGT TOTGGACTCC TCGGTGGCAG GACTCOGAOO CTGTCCCEAT OCAAAGGGGG 
CGTCAGGAAA CTTGGCTACC GAGGACCTGG TCTACAXGCT GACTGGCTTA GGGATTCACA CGGGTGTGAA 
CCTCCAGAAG CTCCTAGAAG CCGGGGACTT CATCTGTCAA GCCCTGAACA 6AAAAACCAG TTCCAAAGTG 
GCACAGGCCA CCTGCAAACT CTGAGCCCCT TGTTCACCTA AACCGQAACT GTGGGAGTTG GGTGTACACA 
ATGATTCCTG GATGGGGAAA TGQAATGAAG GCAAATGAGC CGGCCTCACA GAGGTCCCTC TCCTACATAG 
AAGGGCTAGA GCTGCCAGCA CGCCOGGACC AGCTCCCCAG AGCTGCGTGC CTAAGCACTG CTTGGCTGGC 
CCTGGGTGAfi TCCACTAGCC ASCAGAGCTG ACATCCATGT GCCACGACCG CGGGTCCCAT GTTCTACCTC 
TGAGGACAGC AGCGCCTTTG CTGAAATGGT GGGCTCAATC TACTGCGGTG GCCGACTGCC AACTCCAGCG 
TCTCTGGGAA ATCTCTGTAC GTGATTCTTG AAAACAGCTT ATGTAATTAA AGGTTTAATT TTCTAATATC 



Additionally, a gene fragment of fee rat HMG CoA Lyase was initially found to he 
upregulated by 2.6 fold in fee liver of SHR rats treated wife Troglitazone ID 10 relative to 
20 SHR rats treated wife 0.02% DMSO as control using CuraGen's GeneCalling® method of 
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differential gene expression. A differentially expressed rat gene fragment migrating at 
approximately 48.2 nucleotides in length was definitively identified as a component of the 
rat HMG Co A Lyase cDNA in the Troglitazone treated and the untreated SHR control rats. 
The method of competitive PCR was used for confirmation of the gene assessment The 
5 chromatographic peaks corresponding to the gene fragment of the rat HMG CoA Lyase were 
ablated when a gene-specific primer (shown in Table G2) competes with primers in the 
linker-adaptors during the PCR amplification. The peaks at 482 nt in length were ablated in 
the sample from both the Troglitazone treated and the untreated WKY control rats. The 
altered expression of these genes in the animal model support the role of HMG CoA Lyase 
10 in the pathogenesis of obesity and/or diabetes. 



Table G2. The sequence of the 48 nucleotide-long gene fragment and the gene-specific 
primers used for competitive PCR are indicated on the cDNA sequence of the rat HMG 
CoA Lyase fragment (SEQ ID NO:214) and are shown below in bold. The gene-specific 
primers at the 5* and 3' ends of the fragment are underlined. 



Gene Sequence identified in SHR Troglitazone LD10 vs. 0.02% DMSO (Identified 
fragment from 612 to 659 in bold, band size: 48> 

G(XXXXXXy^TGOTCTGC^ 

AGCAGGGCTCCOSGTCATCE^ 

TGAAGGGCATTCRGAAGTTTtXICG^ 

GCAGGTGCCAAGGAAGTGAG^ 

0U3TTTOCAGCXCTTTGA3T3^ 

TCGGATGTCCCXACGAGGGGAAGGTCTI^ 

GftQATCrCCCTTGQt^ 

GCCTQTGGCOSCATTCGCTGTCX^ 

GA(X^CCTrt3GTCTACA3XKnx 

AACCGGAACTOTGGGAGTTGGGTCT^ 



Example G2. Identification of Human HMG CoA Lyase Sequence 

15 The sequence of Human HMG CoA Lyase (Acc. No CG96859-03) was derived by 

laboratory screening of cDNA library by the two-hybrid approach. cDNA fragments 
covering either the full length of the DNA sequence, or part of the sequence, or both, wore 
sequenced. In silico prediction was based on sequences available in CuraGen Corporation's 
proprietary sequence databases or in the public human sequence databases, and provided 

20 either the full-length DNA sequence, or some portion thereof. The protocol for identification 
of human sequence(s) is disclosed in Example Q8. 
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Table G3 shows an alignment (ClustalW) of the protein sequences of CG96859-03 

(SEQ ID NO:60), another public form of HMG CoA lyase with one aa difference (P35914; 

SEQ ID NO:21 5), a novel splice form of HMG CoA lyase (CG96859-02; SEQ ID NO:66), 

and the mouse (S65036.1; SEQ ID N0216) and rat (Y10054; SEQ ID NO:217) orthologues 
5 of. HMG CoA Lyase. Table G4 shoes protein sequences of the public form of HMG CoA 

lyase (P35914; SEQ ID NO:215), the mouse (S65036.1; SEQ E) NO:216), and rat (Y10054; 

SEQ ID NO:217) orthologues of HMG CoA Lyase. 



Table G3. Alignment (ClustalW) of the protein sequences of CG96859-03 (SEQ ID 
NO.60), another public form of HMG CoA lyase with one aa difference (P35914; SEQ ID 
NO:215), a novel splice form of HMG CoA lyase (CG96859-02; SEQ ID NO:66), and the 
mouse (S65036.1; SEQ ID NO:216) and rat (Y10054; SEQ ID NO:217) orthologues of 
HMG CoA Lyase. 



P3591 4_HMO_CoAJye2» 
CG968SWO REVOOMP 
yiOQ54 _HMOja>AJy5asox8l 
S65036J_ottoto_HMO_15^ 

009683943 REVCOMP 
P3»14JIMOjCbAJ|ys» 
CO968S9-03 REVCOMP 
yl0Q54_HMG CoA lynsc uA 
Sfi3Q36ljB»oi_HMOJ^« 



OG96855MB RHVCOMP 116 

P3914HM0_CbA_lyBss 116 

OG968S94S2 REVCOMP 116 

ylGQM HMO CoA lyns» nt 121 

S65036J jruro _HMOJy^> 116 

OG96859-03 REVCOMP 1% 

P35914_HMOjCbA_lyM» 116 

OQ96S55M32 REVCOMP 120 

yiOQEMHMOjC^Jtysasent 181 

S650Q6i_inoTSB_HMO_}3Rcc 176 

0096835MB REVCOMP 236 

P35P14 HMO CoA tywi 236 

0396859-02 REVCOMP 165 

ylOQMJIMdj^JysM^nd 241 

S65Q36J jswse HMO lyase 236 

0096859-03 REVOOMP 256 

P3591 4_HMO_CoA_lyw» 296 

OO96859-02 REVCOMP 225 

yiOQ54 HMG CoA )yn» m 301 

S65Q36J raws* HMOJym 296 





qk??oi::v?vlt 

QIC ?r OI -5 V ? VLT 

QK??on:y?7LT 

QKFPOIi;y?VLT 




::E?VSr«OCVEI 3 LGDT I GVGT ?G 1 Mi-ZttL 
rCi:?VSi.«:OC"/EI S LGDT IGVCTPG1 MKEftZL 
::H?"SIfiGCyE: 3 LGDT : G70TP01 MICDIviL 

;:kjJ:"3!/:ocvei 3 LGDT iovgtpo^ikdml 
■:i-:3vsm>:;cvei 3 lgdt :g7G7PG!&:kk«l 





Table G4. Protein sequences of the public form of HMG CoA lyase (P35914; SEQ ID NO.215), the 
SEQ BP N0216), and rat (Y 10054; SEQ ID N0217) orthologues of HMG CoA Lyase. 



(S65036.1; 



>P35914 HMG CoA lyase (SEQ ID N0215) 



MAAMRKAU»Ria,VGLASUUVSTSSMGTLira 
ffiTTSFVSPKWVPQMGDHTEVIXGIQKFPGINYPVLTP 
(SaEESFQRFDAnJCAAQSANISVRGYVSCAU^ 
PGIMKI>MLSAWQEVPIAAI^VHCH^ 

LVYMIJSGLXaHTGVNljQKIXBAGNFI(X?AIJ<RKTS 



>S65036.1 mouse HMG lyase (SEQ ID N0216) 



MASVWCAITRRLVGLTSIJtAVSTSSMGTIJKQVKJVEVGPRp^ 
IEATSFVSPNWVPQMADHSDVIXGatQKFPGINYI^ 
CSIEIOTQRFAGVMQAAQAASISVRGWSCALGCPYBGK^ 
PGIJvlKDMLTAVMHEVP\nrALGVHCHiynGQA 

LVYMIJJGLGIHTGVNIXjKlXBAG^^ 



>y 1 0054 HMG CoA lyase rat (SEQ IDN0217) 
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RUU\KMATVRKAFPQia^ 

CSIEESFQRHXjV^QAARAASlSVRGry^SC^ 
PGUda>MLTA\tt-HE\^AALA^ 

LVYMLTGUTIHTCA'N^ 

In addition to the human version of the HMG CoA Lyase identified as being 
differentially expressed in the experimental study, other variants have been identified by 
direct sequencing of cDNAs derived from many different human tissues and from sequences 
5 in public databases. Two splice-form variants have been identified at CuraGen. The two 
alternative spliced forms are CG96859-02 and CG96859-05. The preferred variant of all 
those identified, to be used for screening purposes, is CG96859-03. 



The laboratory cloning was performed using one or more of the methods summarized in 
Example Q8. The NOV7 clone was analyzed, and the nucleotide and encoded polypeptide 
10 sequences aie shown in Table G5. 



Table G5. NOV7 Sequence Analysis 


NOV7a,CG96859-03 
DNA Sequence 


SEQIDNO:59 


1041 bp 


ORFStart:ATGatl5 


OKF Stop: TGA at 990 


AAATTCCGCX:CAAGATGGCAGCAATGAGGAAG^^ 



c 



CGGGCTGTCAGCACCTCATCTAIXKXJCACTT^ 
G 

AGATGGACTACAAAATG&AA 
T 

CTGAAGCAGC^CTCTCTOT 
X 

GACCACACTGAAGTCTTGAAGGGC^TTC^ 
A 

TTTGAAAGGCTTCGAGGCAGOGCTTGCTGCTC^^ 
G 

AGCTXTTTCACCAAGAAGAACATCAAT^ 
G 

AAGGCAGCGCAGTCAGCCAATATTTCT^^ 
A 

AGGGAAGATCTCCCCAGCTAAAGTAGCTGAGGTCAC^ 
A 

TCT<XXn«GGGGACACCATO^^ 
G 

CAGGAAGTGCCTXrTGGCTGCCCTGGCTGTCCACTO 
C 

CTTGATGGCCCTGCAGATOGGAGT^ 
T 

AOSCACMGGGGCMCAGGAAACTTGGC^^ 
T 

CAQ^XXK^TGTCAATCTCCAGAAGCTTCT 
A 

AACTAGCTCCAAAGTGGCTCAGGCTACCT^^ 

A ~~ 
TGATGTGGAAATAAGGGGCAT 
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NOV7a, CG96859-03 
Protein Sequence 



SEQ ID NO: 60 



325 aa MW at 34359.8kD 



MAAMRKALPRRLVGIiASIiRAVSTSSMGTLP^ 
L 

SVIETTSFVSPKWVPQMGEBTEVLK^^ 
K 

KNXNCSI^SFQRFDAITiKAAQSAM 
D 

TIGVGTPGIMKDMLSAVMQEVPIAAIA^ 
A 





NOV7b, 223317153 
DNA Sequence 


SEQ ID NO: 61 


982 bp 


ORF Start: at 64 


ORF Stop: TGA at 967 



TA&CTriATTATraAAAATTAA^ 



GGGCACTTTATCAAAGCGGGTGAAAATTGTGGAAGT^ 
A 

ATATCGTATCTACTCCAGTGAAAAT^ 
A 

GAAACCACCAGCTTTGTGTCTCCTAAGT^ 
6 

CATTCAQAAGTTTCCTGGCATCAACTACCC^ 
6 . 

TTGCTGCTCGAGCCAAGGAAGTAGTCATC^ 
C 

AATTGTTCCATAG&GG&GAGTTTTCA^ 
T 

TTCTGTGCGGGGGTACGTCTCCTGTG^ 



TAGCTGAGGTCACCAAGAAGTTCTAJCnK^AA 
T 

GTGGGCACCCCAGGGATCATGAAAGACATGCTGTC^ 
T 

GGCTGTCCACTGCCATGAC^CCT 
G 



TTGGCCACAGAAGACCTGGTCTAGVTGCTAG 
A 

GCTTCTGGAAGCTGGAAACTTT^^ 



CTACX?TCTAAACrcTGATCTAGAACAAAAA 





NOV7b, 223317153 
Protein Sequence 


SEQ ID NO: 62 


301 aa 


MWat31819.7kD 



Ii 

KGIQKFPGINYPVLTPllLKGFEAAVAAGAKKV\rc 
A 

WISVRGYVSCM^CPYBGKISPAKVABV^^ 
A 

AIAVHCHIOTGQALAimjMAI^ 
L 

QKUjKAGNFI cqalnrktsskvaqatskl 



|SEQIDNO:63 jl568bp 
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NOV7c,CG96859-01 
DNA Sequence 



GAATTCCGGCCAAGATGGCAGCAAI ^F^Sggq^rgPSgfy^ 



CX;CGCTCnX^GGACC7IX!ATCTATGQ 



SEQIDNO:63 



1568 bp 



AGATGGACTACAAAATGAAAAGAATATCGTATCTAC^ 

&TGGG 

GACCACACTGAAGTCTTGAAGGGCATTCAGAAGT^ 

A 

xttgaaaggcttcgaggcagcggttgctgct^ 

G 

AGCKTrTCMCAAGAAGAACATC^TrG^ 
G 

AAGGCAGCGOlGTCAGCCAATATrrCTG^ 
A 

AGGGAAGATCTCCCCAGCTAAAGTAGCTGAG^^ 

A - 
T^TCCX^TGGGGGACACCATTGGTGTGGC^^ 

G 

CAGGAAGTGCCTCTGGCTGCCCTrcGCT 

C . 

T 

ACGCACAGGGGGCATCAGGAAACTTGGCCAC^^ 

T 

CACACX3GGTOTGAATCTCX3K3AAGCTTC^^ 
A 

AACTAGCTCCAAAGTGGCTCAGGCTAGCTOTAAAC^ 
A 

TGATGTGGAAATAGGGGCACACACAGATGATTCATGGAT^^ 



GGAGCTGCTTGGCAGAAGGACXn^CrrGCCCAG^ 



C C1V1^TTA CX3GACCX!TGGCC(^GGAGTT^ 



3CAGGCGAAGGGCAGG 



A 

GCATGAT 



kTGGAATCCXXX3AGCTGGCCACCTGGCCACC(^^ 



TCX!ACCCTGCCATGGCCGTGGGGCXXnTOCTCT^ 



CCAAGCTGGCAGAGGCCATTTGTGGAAAGTGGAGAG 



TCHX3GAAAATCTCCACXX?TGAA!IGTGACT 



A 

TCAT 



NOV7c, CG96859-01 
Protein Sequence 



SEQlDNO:64 



325 aa MWat34389.8kD 



MAAMRKALPRI^VGIiASIiRAVSTSSMGTIiPKR^ 
h 

SVIETTSFVSPKWVPQMGDHTEVIiKGIQKF^ FGAASBLFT 
K 

KNINCSIKBSFQIOTJAIIiKAAQSANISVRGYVSCAIiGCPYBGKZSPAKVA 
D 

TIGVGTPGIMKDMIjSAVMQEVPLAAIAVH^ 

A 
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NOV7d,CG96859-G2 
DNA Sequence 


SEQIDNO: 65 


1355 bp 


ORFStart:ATGatl5 


ORFStop:TGAat777 



GAATTCCX3GCCAAGATGGCAGCAATGAGGAAGGCGCTTC 



CGGGCTGTCAGCACCTCATCTATG^ 
6 

AGATGGACTACAAAATCAAAAG^ 
T 

CTGAAGCAGGACT<rrcriX3TTATAGAAA 
T 

GACOVCACTGAAGTCTTGAAGGGCATT^ 
A 

TTTGAAAGGCTTCX3AGGCA6CGGTCA 
G 

GGGACACCATTGGTGTGGGCACCCCAGGGAT^ 
G 

CCnxrTGGCTGCCCTGGCTGTCX!ACTO 
G 



GGGCATCAGGAAACTTGG<X!ACAGAAG^ 
T 

GTGAATCTCCAGAAGCTTCTGG 
C 

CAAAGTQQCTCAGGCTACCTQTAAAC'IX^ 
A 

AATAGGGGCACACACAGATGATTCATt^ 



ACCTCATAGCC^XriCTACACAGAGGTCT^ 



TGG CAGAAGGACCTCCTGCCCAGACCTGAGGAGTGAGAGG CTTTGAGGGCTGAAGTCTCCCTi'lXj'XT 



OSGACCCTGGCCCAGGAGTTGAATGCXriXSAGGACGTGTG 



TTGAGTCTCCTCTCTGGATGGAATCCGCGA 



CCATGGCCGreGGGCCC w lUtK^"iCTGACTTCT 



CAG&GGCCATTltllTjGAAAGTGQAGAG 



TCTCCACGCTXaAATGTQATTTl^^^ 



NOV7d, CG96859-02 
Protein Sequence 



SEQIDNO: 66 254 aa 



MWat269093kD 



MAAMRKAIiPRRLVGLASL^ 
I> 

SVIETTSFVSPKWVPQMGDm'EVIJCGI^ 
G 

VGTPGIMKDMLSAVMQEVPIiAALAVH 
N 

LATEDLVYMLBQIjGIHTGVNIjQK^ 



NOV7e,CG96859-04 
DNA Sequence 


SEQIDNO: 67 


788 bp 


OKFStart:ATGat2 


ORF Stop: TGA at 764 


GATGGCAGCAATGAGGAAGGCGCTTCXX^^ 
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A 

CCTCATCTATGGGCACTTTAC( 
A 

AATGAAAGGAATATCGTATCTACTCCAGTGA 
T 

CTCTCTTATAGAAACCACCAGCTTTGTG^ 
G 

TCTTG&AGGGCATTCAGAAG1TTCCT 
C 

GAGGCAGCGCTCACOU^AAGTTCTACrrCAA 
G 

IXnXaGGCACCCCAGGGATCATGftAAGACATG^^ 
C 

TGGCTGTCCACTGCCATGACACCTATGGTCAAG^^ 
A 

GTGAGTGTO?rGGACTCTTCTC^ 
A 

CTTGGCCACAGtf^GACCTGGTCTACATGCT 
A 

AGCTTCTGGAAGCTCGAAACTTTATCTG 

G 

GCTACXrTGTAAACrCTGAGCCCCTTGCCCA^ 





NOV7e, CG96859-04 
Protein Sequence 


SEQIDNO:68 


254 aa 


MWat26937.3kD 



MAAMRKALPRRLVGLASLRAVSTSSMGTLPKR^^ 

L 

SVIETTSFVSPKWVPQMGDHTBVIiKGIQKFPGINYPVIiTPl^ 
G 

VGTPG IMKDMLSAVMQEVPLAAIiAVHOT 
N 

IATEDIiVYMLEGLGIHTGVOTiQKLIiEAGNFICQALN^ 





NOV7f,CG96859-05 . 
DNA Sequence 


SEQIDNO:69 


893 bp 


ORFStart:ATGat2 


ORF Stop: TGA at 869 



^TGGCAGCAAIGAGGAAGGCGCTTCOGCGGCGA 
A 

CCTTATCTATGGGCACl"i"JLACCAAAGCGGGTGAAAAT 

A 

AATGAAAAGAAIATCGTATCTACTCCAi^ 

T 
G 

TCTTGAAGGGOOTCAGAAGTTTCCT 

C 

GAGGCAGCGGTTGCTX3CTGGAGCCAAGGAAGTM 

A 

GAAGAACATCAATTGTTCCATAGAGGAGAGT^ 

T 

CAGCCAATATTTCTGTGCGGGGGTACGTC 
C 

CCAGCTAAAGTAGCTGAGGAAGTGCCTCrro^^ 
A 

AGCCCnXX-HXAACACCTTGATGGCCCT^ 
C 

TTGGAGGCTGTCCCTACGCACS^^ 

A 

GAGGGCTTGGGCATTCACACGGGTCTG^ 

A 
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ACK!CXH!tjgyACAGAAAAACTAGCT 
C 

CTGAAGCCC 



NOV7£CG96859-05 
Protein Sequence 



SEQIDNO:70 289 aa 



MWat30531.3kD 



MAAMRKAIiPRRLVGLASIiRAVSTLS^ 
L 

SVIBTTSPVSPKSfVPQMGDHTBVLKGIQKPPGINYPVLTP PGAASELPT 
K 

KNINCSIEBSFQRFDAIIiKAAQSANISVRGYVSC^ 
Q 

ALANTLMAI^GVSWDSSVAGLGGCP^ 
Q 

ALNRKTSSKVAQATCKL 



NOV7g,CG96859-06 
DNA Sequence 



SEQIDNO:71 



ORF Start: ATG at 202 



1353 bp 



ORFStop:atll71 



C<XCAAAAOTTOTAAC^CTCCGCCCC3^^ 



ATATAAGCAGAGCTCTCTGGCIAACrTAt^^ 



CACT&TAGGGAGACCX!AAGCT 



GCAGCAATGAGGAAGGCGCTTCCXKX5GCGAC^ 
C 

ATCTATGGGCACTTTACCAAAGCGGGTGAAAATTCnX^ 
G 

AAAAGAATATCGTATCTACTCCAGTGAAAATCAAGC^ 

2CCAGATGGGTGACCACACTX3AAGTCT 

GAAGGGCATTCAGAAGTTTCX^TGGCATCAA 
G 

CAGCGGTTGCTGCTGGAGCCAAGGAAGTAGTCATCT 
G 

AACATCAATTGTTCCATAGAGGAG&GTTT^ 
C 

\TCTCCCCA 

CTAAAGTAGCrreAGGTCACCAAGJ^ 
C 

ATTGGTGTGGGCACCCCAGGGATCATGAA^^ 
C 

TGCCCTGGCTGTCCACTGCCATG^ 
A 

TGGGAGTGAGTGTCGTGGACTCTTCTGTGGCA^^ 
A 

GGAAACT1X3GCCACAGAAGACCTGGTC^ 
T 

CXIAGAAGCTTCTGGAAGCTGGAAACT^ 
G 

CTCAGGCTACCTGTAA ACTCTX3AG 
C " 

CCTCCCCCX3TGCCITCCTTGACCCTG 



ATGAGGAAATTGCATCGCATTGTCTGAG 
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NOV7& CG96859-06 
Protein Sequence 



SEQIDNO:72 



323 aa MWat34118.4kD 



MAAMRKALFRRLVGIiASLRAVSTSS^ 
L 

SVIBTTSWSPKWVPQMGDHTBVIiKQIQKFPGINYPVLTP 
K 

KNINCS IEBSFQRFDAI LKAAQSANI SVRGYVSCALGCPYEGKDC SPAKVAEVTKKPYSMGC^ 
D 

TIGVGTPGIMKDMI^AVMQEVPIiAALATO 
A 

SGNLA!TEDI*VY1CJ^I^IHTGVOT 





NOV7h, CG96859-07 
DNA Sequence 


SEQIDNO:73 


969 bp 


ORF Start at 64 


ORF Stop: TGA at 967 



TTACTTTATTATTAAAAATTAAAJGAG^ 



GGGCACTTTACCAAAGCGGGTGAAAATTGTGGAAGTTGGTC 
A 

ATATCQTATCTACTCCAGTGAAAATCAAGCTQAT^ 
A 

GAAACCACCAGCrTTGTGTCTC 
G 

CATTCAGAAGTTTCCTGGCATCAACT^ 
G 

TTGCTX3CnX3GAGCCAAGGAAGTAGTCATCTT^ 
C 

AATTGTTCCATAG31GGAGAGTTTTCAGAG<^^ 
T 

TTCTCTGCGGGGGTACX5TCTCCTGTGCTCT 



TAGCTGAGGTCACCAAGAAGTTCTACTCT 
T 

GTGGGCACCCCAGGGATCATGAAAGACATGCTGTCrc 
T 

GGCTGTCCACTGCCATGACACCTATGGTC^^ 
G 

C 

TTGGCCACAGAAGACCTGGTCTACATGCT 
A 

GCTrCTGGAAGCTGGAAACTTTATC^ 
G 

CTACCTCTAAACTCTGA 



> 


NOV7h, CG96859-07 
Protein Sequence 


SEQE>NO:74 


301 aa 


MWat31835.7kD 



TMGTI»PTOVKTVEVGPRDGIj®JBKKIVSTPVKIK^ 
L 

KGIQKFPGINyPVI»TPHIiKGFEAAVAAGAKBVVIFGAASK 
A 

^STOGYVSCALGCPYEGKaSPAKVAEVTKKFYSMGC^ 
A 

AIJWHCHDTYGQALANTLMAI^^ 
L 

QKLLKAGNFICQALNRKTSSKVAQATCKL 



lSEQIDNO:75 1969 bp" 
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NOV7i,CG96859-08 
DNA Sequence 



SEQIDNO: 75 



969 bp 



ATATCGTATCTACTCCAGTGAAAATCAAGCTG 
A 

GAAACCACCAGCTTTGTGTCTCCTAAGTC 
6 

C^TTCUUSAAGTTTCCKXXA 
6 

TT6CTGCTGGAGCX!AAGGAAGTA6TCATCT^ 
C 

AAJTTGTTCCATACiAGGAGAGTTOT 
T 

TTCTGTGC6GGGGTACGTCTCCTGTGCTCTTGGCW 
G 

TAGCTGAGGTCACCAAGAAGTTCTACTCAATGGGC^^ 
T 

GTGGGCACCCCAGGG3VTCATGAAAG&CATC 
T 

GGCTGTCCACTGCCATGACACCTTVTGGTC^ 
G 

TGAGTGTCGTGGACTCTTCTGTCGCAG^ 
C 

T^IX3GCCACAGAAGA<X!TGGTCTACATGC^^ 
A 

GCTTCTGGAAGCTGGAAACTTTATCTGTCAAGC 
G 

CTACCTGTAAACTCTGA 





NOV7i,CG96859-08 
Protein Sequence 


SEQIDNO: 76 


301 aa 


MWat31835.7kD 



TMGTLPKRVIOCVBVGPKDGIX3NKKNIVSTPVKIKLIDML 

L 

KGIQKPPGINYPVIjTPNLKGFEAAVAAGAKBVVIFGAASELPT^^ 

A 

!JISVRGYVS(MiGCPYEGKISPAKS«ySVTKKFYSM 
A 

ALAVHCHOTYGQAIiANTU^ALQMGVSVV^ 
L 







SEQIDNO: 77 


987 bp 


ORF Start at 64 


ORF Stop: TGA at 985 



TAACITTATTATTAAAAATTAAAGAGGTAXATATC 



GGGCCACCATCACCACCATCACACTTTAC^ 

G 

GACTACAT^AATGAAAAGAATATCXTEATCTACTC 
A 

GCAGGACTCTCTGTTATAGAAACCACC^^ 
A 

CACTGAAGTCTTGftAGGGCATTC^^ 
A 
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TTCACCAAGAAGAACATCAAT 
C 

AGCGCA6TC2AGCCAA3!ATTTCTGTGCGGGGG^^ 
A 

AGATCTCCCCAGCTAAAGTAfXr^ 
C 

CTX3GGGGACACCATTGGTGTGG6CACCCCM 
A 

AGTGCCTCTGGCTGCCCTGGCTGTCCACTX^ 
A 

TGGCCCTOCAGATGGGAGTGA^ 
A 

CAGGGGGCATCAGGAAACTTGGCCACAGAAGACCTGGTC^^ 
C 



GGGTGTGAATCTCC!AGAAGCTTCTGGAAGCTGGAAA 
A 

GCTCCAAAGTGGCTCAGGCTACXrrGTTU^CTCrGA 





NOV7j, CG96859-09 
Protein Sequence 

TMGHHHHHfiTLPKRVKTVBVGPR 


SEQIDNO: 78 


307 aa 

IKUDMLS 


MWat32658.6fcD 

BAGLSVIETTSFVSPKWVPQM 



• 6 . 

DHTBVLKQIQKFPGINYPVIiTPNLKGFEAAVAAGAKBVVI^ IKBSFQRFDAI 

■ !■ . 

KAAQSANI SVRGYVSCALGCPYEGKI S PAKVAEVTKKFYSMGCYE I S LGDT I GVGTPG IMKDMLS AV 
M 

QEVPLAALAVHCHDTYGQAIiANTIi^^ 
I 

HTGVNLQKIiliBAG^FI CQAItNRCTS SKVAQATCKIj 



A ClustalW comparison of the above protein sequences yields the following sequence 
alignment shown in Table G6. 



Table G6. Comparison of the NOV7 protein sequences. 



NOV7a MAAMRKALPRRIiVGLASLRAVSTSSMGT^ 

NOV7b TMGTIjPKRVKIVBVGPRDGIiQNBKNIVSTPVKIEKLI 

NOV7C MAAMRKALPI^LVGIiASIJlAVSTSSMGTXPKRVKrVBVQPRTC 

NOV7d MAAMRKALPRMjVGIJ^IiRAVSTSSMGTI^ 

N0V7e MAAMRKALPRRIjVGIJ^Li^VST^ KLI 

NOV7 f MAAMRKAI*PRMjVGIiASIiI^VSTI*SMGTIi^ 

NOV7g MAAMRKALPRRLVGIiASIiRAVCT 

NOV7h ™GTLPKRVKIVBVGPM)GLQNEKNIVSTPVKIKLI 

NOV7i TOGTLPKRVKTVEVQPRI)GLQMBKNIVSTPVKIKLI 

NOV7j TMGHHHHHHTLPKRVKIVEVCT 

NOV7a DMLSEAGIiSVXBTTSFVSPKWVPC^C^HTEVIaKGIQKFPG INYPVLTPNLKGFBAAVAM 

NOV7b DML3EAGLSVXBTTSFVSPKVATPQMOT 

NOV7C DMLSBAGIiSVXBTTSFVS PKWVPQMGDHTEVLKGI QKFPG INYPVLTPNLKGFEAAVAAG 

NOV7d I»OiSEAGLSVIBTTSFVSPKWVPQMGDHTEVIjKGIQKPTO 

NOV7e DMLSEAGIiSVIBTTSFVS PKWVPQMGDHTEVLKGIQKFPG INYPVLTPNLKGFBAAVTK- 

NOV7f DMLSKAGLSVXBTTSFVSPKWVPQMGDHTBV^ 

NOV7g DMLSEAGLSVTBOTSFVSPKWVPQMGOT 

NOV7h DMLSEAGLSVIETTSFVSPKWVPQMGDH^ 

NOV71 DMLSEAGLSVIBTTSFVSPKWVPQJ«3DHTBVIjKGIQKPPGI^ 

NOV7j DMLSEAGLSVIBTTSFVSPKWVPQMOTHT^^ 



N 

284 



WO 2004/013347 



PCT/US2003/024504 



NOV7a 
NOV7b 
NOV7C 
NOV7d 
NOV7e 
NOV7f 
KOV7g 
NOV7h 
NOV7i 
NOV7j 



NOV7a 
NOV7b 
NOV7c 
NOV7d 
NOV7e 
NOV7f 
NOV7g 
NOV7h 
NOV7i 
NOV7j 

NOV7a 
NOV7b 
NOV7C 
NOV7d 
NOV7e 
NOV7f 
NOV7g 
NOV7h 
NOV7i 
NOV7j 

NOV7a 
HOV7b 
NOV7c 
NOV7d 
NOV7e 
NOV7f 
N0V7g 
NOV7h 
NOV7i 
NOV7j 



AKEWIFGAASELFTKKNINCS IKBSFQRPDAXLKAAQSANISVRGYVSCALGCPYBGKI 
AKEVVIFGAASELFTKKNINCS IBBSFQRFEtAILKAAQSANISVRGYVS CALGCPYEGKI 
AKEVVIFGAASELFTKKNINCS IEESFQRFDAILKAAQSANISVRGYVSCALGCPYEGKI 



AKBVVIFGAASKLFTKKNINCSIKESPQIiFDAJIiK^ 
AKEVVIPGAT^KLPTKIQirroCSIBBSTO 

AKEWIFGAASBLKi'KKNINCS I EESFQRFDAILKAAQSANISTOGYVS CALGCPYEGKI 
AKEVVIFGAASBLFTKKNINCS IEESFQRFDAILKAAQSANISVRGYVSCALGCPYBGKI 
AKBVVTFGAASELFTKKNTNCS IEESFQRFDAILKAAQSANT SVRGYVS CALGCPYEGKI 



N0V7a SPAKVABVTKKFYSMGCYBISIiGDTIGVCTPGI 

NOV7b SPAKVAEVTKKFYSMGCYBISLGOTIGVXn'PG 

NOV7c SPAKVABVTKKFYSMGCYBISLGDTIGVGTM 

NOV7d KFYSMGCYEISLGDTIGVGTPGIMKDMLSAV^ 

NOV7e KFYSMGCYEISLGDTIGVOTPGIM 

NOV7f SPAKVAK EVPLAALAVHCHDTYGQ 

NOV7g SPAKVABVrKKi^YSMGCYBISLGDTIGVGTPGIMTO 

NOV7h SPAKVABVTKKFYSMGCYEISLGDTIGVGTPGIl^ 

NOV7i SPAKVAEVTKKFySMGCYEISLGDTIGVGTM 

NOV7j SPAKVABVTKK^SMGCYBISIiGDTIGVGTPGIMKD 



AIAimiMALQMGVSVVDSSVAGIiGGaEOa 

ALANTLMALQMGVSVVDS SVAGLGGCP YAQGAS GNLATEDL VYMLEGLG I HTGVNLQKLL 

ALTNTLMALWGVSWDSSVAGLGGCPYA 

ALANTLMALQMGVSVVDSSVAGLGGCPYAQGM 

ALANTLMALQMGVSVVDSSV^IX^PYAQGASG 

ALANTLMALQMOTSVVDSSVAGI^^ 

TU^AlOTiMALQMGVSVVDSSYAGLGGCPYAQG^ 

ALMTTLMALWGVSVVDSSVAGIj^^ 

ALANTLMALQMOTSVVDSSVAGLGGCPYAQG^ 

AIANTLMALQMGVSVVDSSVAGIiGGCPra^ 

EAGNFICQALNRKTSSKVAQATCKL 
EAGNFICQALNRKTSSKVAQATSKL 
EAGNFICQALNRKTSSKVAQATCKL 
EAGNFICQALNRKTSSKVAQATCKL 
EAGNFICQALNRKTSSKVAQATCKL 
EAGNFICQALNRKTSSKVAQATCKL 
EAGNFI CQALNRKTSS KVAQATC — 
EAGNFICQALNRKTSSKVAQATCKL 
EAGNFICQALNRKTSSKVAQATCKL 
EAGNFICQALNRKTSSKVAQATCKL 



(SEQ 
(SEQ 
(SEQ 
(SEQ 
(SBQ 
(SEQ 
(SEQ 
(SEQ 
(SEQ 
(SBQ 



3D NO: 
ID NO: 
ID NO: 
ID NO: 
ID NO: 
ID NO: 
ID NO: 
ID NO: 
ID NO: 
ID NO: 



60) 
62) 
64) 
66) 
68) 
70) 
72) 
74) 
76) 
78) 



Further analysis of the NOV7a protein yielded the following properties shown in Table G7. 
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SignalP analysis: 



PSORT II analysis: 



Table G7. Protein Sequence Properties NOV7a 



Cleavage site between residues 25 and 26 



PSG: a new signal peptide prediction method 
N-region: length 11; posxhg 4; neg.chg 0 
H-region: length 7; peak value 0.99 
PSG score: -3.41 

GvH: von Heijne's method for signal seq. recognition 
GvH score (threshold: -2.1): -2.69 
possible cleavage site: between 23 and 24 

»> Seems to have no N-tenninal signal peptide 

ALOM: Klein et al's method for TM region allocation 
Init position for calculation: 1 

Tentative number of TMS(s) for the threshold 0.5: 0 
number of TMS(s) .. fixed 
PERIPHERAL likelihood = 1.80 (at 115) 
ALOM score: 1.80 (number ofTMSs: 0) 

MTTDISC: discrimination of mitochondrial targeting seq 
R content 5 Hyd Moment(75): 10.64 
Hyd Moment(95): 9.40 G content: 2 
D/E content: 1 S/T content 6 
Score: 1.44 

Gavel: prediction of cleavage sites for mitochondrial preseq 
R-2 motif at 42 KRVJKI 

NUCDISC: discrimination of nuclear localization signals 
pat4: none 

pat7:PKRVKIV(5)at 30 
bipartite: none 

content of basic residues: 9.8% 
NLS Score: -0.04 

KDEL: ER retention motif in the C-tenninus: none 

ER Membrane Retention Signals: 

XXRR-like motif in the N-texminus: AAMR 



KKXX-hke motif in me <>terminus: ATCK 

SKL: peroxisomal targeting signal in the C-tenninus: CKL 

PTS2: 2nd peroxisomal targeting signal: none 

VAC: possible vacuolar targeting motif: found 
TLPKat28 

RNA-bmding motif: none 

Actmin- type actm-binding motif: 
type 1: none 
type 2: none 
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NMYR; N-mynstoylation pattern : none 
Prenylation motif: none 

memYQRL: transport motif from cell surface to Golgi: none 

Tyrosines in the tail* none 

Dileucine motif in the tail: none 

checking 63 PROSTTE DNA binding motife: none 

checking 71 PROSITE ribosomal protein motifs: none 

checking 33 PROSTTE prokaiyotic DNA binding motife: none 

NNCN: Reinhardt's method for Cytoplasmk/Nuclear discrimination 
Prediction: cytoplasmic 
ReHarntty: 94.1 ^ 

COIL: Lupas's algorithm to detect coiled-coil regions 
total: 0 residues 



Final Results (k= 9/23): 

87.0 %: nntochondrial 
43%: Golgi 
43 %: cytoplasmic 
43 %: nuclear 

» prediction for CG96859-03 is nrit (3rf3) 



A search of the NOV7a protein against the Geneseq database, a proprietary database that 
contains sequences published in patents and patent publication, yielded several homologous 
proteins shown in Table G8. 



Table G8. Geneseq Results for NOV7a 


Geneseq 
Identifier 


Protein/Organism/Length [Patent 
if, Date] 


NOV7a 
Residues/ 
Match 
Residues 


Identities/ 
Similarities for 
flie Matched 
Region 


Expect 
Value 


ABB99771 


Protein related to 

hydroxymethylglutaryl-CoA lyase- 
like enzyme - Homo sapiens, 325 aa. 
[WO200299093-A2, 12-DEC-2002] 


1..325 
1..325 


324/325(99%) 
324/325 (99%) 


0.0 


AAU75774 


Human 3-hydroxy-3 -methylglutaryl 
coenzyme A lyase (HMGCL) protein 
- Homo sapiens, 325 aa. 
[WO200198315-A2, 27-DEC-2001] 


1..325 
1..325 


324/325(99%) 
324/325 (99%) 


0.0 
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AAU01613 


Gene #24 human secreted protein 
homologous amino acid sequence - 
Homo sapiens, 293 aa. 
rWO9001 7^ S47- A 1 Q5-APR-2001 1 


30..321 
1.292 


234/292(80%) 
266/292(90%) 


e-137 


ABB99772 


Sequence of human 
hydroxymethylglutaryl-CoA ryase- 
like enzyme - Homo sapiens, 355 aa. 
[WO200299093-A2, 12-DEC-2002] 


20..322 
50..352 


215/303 (70%) 
259/303 (84%) 


e-126 


ABB99770 


Sequence of human 
hydroxymethylglutaryl-CoA lyase- 
like enzyme - Homo sapiens, 340 aa. 
[WO200299093-A2, 12-DEC-2002] 


20..322 
35.337 


215/303 (70%) 
259/303 (84%) 


e-126 



In a BLAST search of public sequence databases, the NOV7a protein was found to have 
homology to the proteins shown in the BLASTP data in Table G9. 



Table G9. Public BLASTP Results for NOV7a 


Protein 
Accession 
Number 


Protein/Organism/Length 


NOV7a 
Residues/ 
Match 
Residues 


Identities/ 
Similarities for 
the Matched 
Portion 


Expect 
Value 


P35914 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.1.3.4) 
(HMG-CoA lyase) (HL) (3-hydroxy- 
3-methylghitarate-CoA lyase) - 
Homo sapiens (Human), 325 aa. 


1..325 
1..325 


325/325 (100%) 
325/325 (100%) 


0.0 


A45470 


hydroxymethylglutaryl-CoA lyase 
(EC 4.1.3.4) - human, 325 aa. 


1..325 
1..325 


324/325 (99%) 
324/325 (99%) 


0.0 


Q8HXZ6 


3-hydroxymethyl-3-methylglutaryl- 
coenzyme A lyase - Macaca 
fascicularis (Crab eating macaque) 
(Cynomolgus monkey), 325 aa. 


1..325 
1..325 


313/325 (96%) 
315/325(96%) 


e-176 


CAB40160 


DJ886K2.2 (Hydroxymethylglutaryl- 
CoA lyase) - Homo sapiens (Human), 
305 aa (fragment). 


21..325 
1..305 


305/305 (100%) 
305/305 (100%) 


e-172 


P97519 


Hydroxymethylglutaryl-CoA lyase, 
mitochondrial precursor (EC 4.1.3.4) 
(HMG-CoA lyase) (HL) (3-hydroxy- 
3-methylglutarate-CoA lyase) - 
Rattus norvegicus (Rat), 325 aa. 


1..325 
1..325 


289/325(88%) 
311/325 (94%) 


e-167 
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PFam analysis predicts that the NOV7a protein contains the domains shown in the Table 
G10. 



Table G10. Domain Analysis of NOV7a 


Ham Domain 


NO V7a Match Region 


Identities/ 
Similarities 
for the Matched Region 


Expect Value 


HMGI^like 


41.314 


103/307(34%) 
249/307(81%) 


4.1o-118 



5 Example G3. Single Nucleotide Polymorphisms (SNPs) of CG96859-03 

Variant sequences are included in this application. A variant sequence can include a single 
nucleotide polymorphism (SNP). A SNP can, in some instances, be referred to as a "cSNP" 
to denote that the nucleotide sequence containing the SNP originates as a cDNA A SNP can 
arise in several ways. For example, a SNP may be due to a substitution of one nucleotide for 

1 0 another at the polymorphic site. Such a substitution can be either a transition or a 

transversion. A SNP can also arise from a deletion of a nucleotide or an insertion of a 
nucleotide, relative to a reference allele. In this case, the polymorphic site is a site at which 
one allele bears a gap with respect to a particular nucleotide in another allele. SNPs 
occurring within genes may result in an alteration of the amino acid encoded by the gene at 

15 the position of the SNP. Intragenic SNPs may also be silent, however, in the case that a 
codon including a SNP encodes the same amino acid as a result of the redundancy of the 
genetic code. SNPs occurring outside the region of a gene, or in an intron within a gene, do 
not result in changes in any amino acid sequence of a protein but may result in altered 
regulation of the expression pattern for example, alteration in temporal expression, 

20 physiological response regulation, cell type expression regulation, intensity of expression, 
stability of transcribed message. 

Method of novel SNP Identification: SNPs are identified by analyzing sequence assemblies 
using CuraGen's proprietary SNPTool algorithm. SNPTool identifies variation in assemblies 
25 with the following criteria: SNPs are not analyzed within 10 base pairs on both ends of an 
alignment; Window size (number of bases in a view) is 10; The allowed number of 
mismatches in a window is 2; Minimum SNP base quality (PHRED score) is 23; Minimum 
number of changes to score an SNP is 2/assembly position. SNPTool analyzes the assembly 
and displays SNP positions, associated individual variant sequences in the assembly, the 
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depth of the assembly at that given position, the putative assembly allele frequency, and the 

SNP sequence variation. Sequence traces are then selected and brought into view for manual 

validation. The consensus assembly sequence is imported into CuraTools along with variant 

sequence changes to identify potential amino acid changes resulting from the SNP sequence 

5 variation. Comprehensive SNP data analysis is then exported into the SNPCalling database. 

Method of novel SNP Confirmation: SNPs are confirmed employing a validated method 
know as Pyrosequencing. Detailed protocols for Pyrosequencing can be found in: Alderborn 
et al. Determination of Single Nucleotide Polymorphisms by Real-time Pyrophosphate DNA 
10 Sequencing. (2000). Genome Research. 10, Issue 8, August 1249-1265. 

In brie£ Pyrosequencing is a real time primer extension process of genotyping. This protocol 
takes double-stranded, biotinylated PGR products from genomic DNA samples and binds 
them to streptavidin beads. These beads are then denatured producing single stranded bound 

15 DNA. SNPs are characterized utilizing a technique based on an indirect bioluminometric 
assay of pyrophosphate (PPi) that is released from each dNTP upon DNA chain elongation. 
Following Klenow polymerase-mediated base incorporation, PPi is released and used as a 
substrate, together with adenosine 5-phosphosulfate (APS), for ATP sulfurylase, which 
results in the formation of ATP. Subsequently, the ATP accomplishes the conversion of 

20 luciferin to its oxi-derivative by the action of hiciferase. The ensuing light output becomes 
proportional to the number of added bases, up to about four bases. To allow processivity of 
the method dNTP excess is degraded by apyrase, which is also present in the starting 
reaction mixture, so that only dNTPs are added to the template during the sequencing. The 
process has been fully automated and adapted to a 96-well format, which allows rapid . 

25 screening of large SNP panels. 

Results 

The DNA and protein sequences for the novel single nucleotide polymorphic variants of the 
30 HYDROXYMETHYLGL17TARYL-COA LYASE-like gene of CuraGen Acc. No. 
CG96859-03 are reported in Table Gl 1. Variants are reported individually but any 
combination of all or a select subset of variants are also included. In Table Gl 1, the positions 
of the variant bases and the variant amino acid residues are underlined. In summary, there 
are 1 variants reported in Table Gl 1. Variant 13379476 is a C to T SNP at 725 bp of the 
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nucleotide sequence that results in no change in the protein sequence (silent). 

Table Gil. Variant of nucleotide sequence Acc No. CG96859-03 (SEQ ID NO:59) 



Variant 


Nucleotides 


Amino Acids 


Position 


Initial 


Modified 


Position 


Initial 


Modified 


13379476 


725 


C 


T 


237 


Thr 


Thr 



Table G12. Variant Sequences 



TableG12Al. Nucleotide sequence of variant 13379476 NOV7aln (underlined). C/T 
(SEQIDNO:169) 

1 AAATTCCGGCCAAGAT 
81 ACCTCATCIAT«3GCZCTTT^^ 

. 321 TACXX^GTCCTCACCCCAAATTTGAAA^^ 
401 TGC CTO lGaGCTCTTOkCCRft^^ 
481 CbGCGCAGVCRGGCMiTj aW 
561 GCTAAAGTftGCTGAGGTCaCCAAG^ 

721 ACACFTATGGTGtf^GCCCTGGC^ 
801 CrTGGA GG CTOTCCCTaOGCACftGGGGGCATC^^ 
881 CATTCACAOGGGTQTGAAIt^TCCAG?^^ 
961 CC3iAAGTGGCTCAGOCT7VCXTOl!AAACTC 
1041 T 



TableG12A2. Protein sequence of variant NOV7aln (underlined). (SEQ ID NO:170) 

81 WVPQMGDHTBVUCGI QKFPG INYPVLTPNIjKGFEAAVAAGTVKEWI FGAASKI*irrKJU?IlJCS IKBSFQRFD AILKAAQSA 
161 NI SVRGYVSCAIjGCPYBGKIS PAKVABVTKKFYSMGCYEI SI/3DTIGVGTPG IMKDMLSAVJ^BVPLAAIjAVHCHDTYGQ 
241 MANTIJ4AI<2HWSVVDSSVW^^ 

321 ATCKL 



TableG12A3. Alteration effect 
No change. 



Example G4. Expression Profiles of HMG CoA Lyase (CG96859-03) - like protein 

The protocol for quantitative expression analysis is disclosed in Example Q9. 

Expression of gene CG96859-03 was assessed using die primer-probe set Ag8471, described 
in Table G13. Results of the RTQ-PCR runs are shown in Table G14. 



Table G13. Probe Name Ag8471 



Primers 


Sequences 


Length 


Start 
Position 


SEQ ID 
No 


Forward 


5 ' -aagctggtggtttctataacagaga-3 » 


25 


801 


218 


Probe 


TET-5 1 -tcctgcttcagaaagcatgtctatcagc-3 ' - 
TAMRA 


28 


827 


219 


Reverse 


5 * -aagaatatcgtatctactccagtgaaaat-3 • 


29 


858 


220 
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Column A - ReL Exp.(%) Ag8471, Run 406009117 


Tissue Name 


A 


Tissue Name 


A 


Adipose 


42.3 


Gastric ca. (liver met) NCI-N87 


0.4 


HUVEC 


25.7 


Stomach 


1.4 


Melanoma* Hs688(A).T i 


0.0 


Colon ca.SW-948 


12.9 


Melanoma* Hs688(B).T 


54.7 


Colon ca.SW480 


0.2 


Melanoma (met) SK-MEL-5 


28.7 


Colon ca. (SW480 met) SW620 


33.0 


Testis 1 


12.1 


Colon ca.HT29 


57.8 


Prostate ca. (bone met) PC-3 


0.9 


Colon ca.HCT-1 16 


40.3 


Prostate ca. DU145 


32.8 


Colon cancer tissue 


1.4 


Prostate pool 


92 


Colon caSWl 116 


112 


Uterus pool 


3.1 


Colon ca. Colo-205 


26.4 


Ovarian ca. OVCAR-3 


8.4 


Colon ca.SW-48 


14.4 


Ovarian ca. (ascites) SK-OV-3 


1.6 


Colon 


22.5 


Ovarian ca. OVCAR-4 


0.0 


Small Intestine 


4.1 


Ovarian ca. OVCAR-5 


40.6 


Fetal Heart 


6.0 


Ovarian ca. IGROV-1 


0.0 


Heart 


7.4 


Ovarian ca. OVCAR-8 


44.4 


Lymph Node pool 2 


35.6 


Ovary 


14.6 


Fetal Skeletal Muscle 


9.8 


Breast ca. MCF-7 


31.0 


Skeletal Muscle pool 


5.4 


Breast ca. MDA-MB-231 


28.5 


Skeletal Muscle 


42.6 


Breast ca. BT 549 


30.4 


Spleen 


16.6 


Breast ca. T47D 


35.4 


Thymus 


9.9 


Breast pool 


0.0 


CNS cancer (glio/astro) SF-268 


9.4 


Trachea 


30.8 


CNS cancer (glio/astro) T98G 


13.9 


Lung 


38.4 


CNS cancer (neuro;met) SK-N-AS 


0.3 


Fetal Lung 


22.4 


CNS cancer (astro) SF-539 


88.9 


Lung ca. NCI-N417 


63 


CNS cancer (astro) SNB-75 


44.1 


Lung ca. LX-1 


10.7 


CNS cancer (glio) SNB-19 


335 


Lung ca. NCI-H146 


4.7 


CNS cancer (glio) SF-295 


9.1 


Lung ca. SHP-77 


29.9 


Brain (Amygdala) 


10.2 


Lungca.NCI-H23 


31.2 


Brain (Cerebellum) 


27.7 


Lung ca. NCI-H460 


13.4 


Brain (Fetal) 


14.9 


Lung ca. HOP-62 




Brain (Hippocampus) 


133 


Lungca.NCI-H522 


232 


Cerebral Cortex pool 


92 


Lungca.DMS-114 


7.6 


Brain (Substantia nigra) 


4.0 


Liver 


71.7 


Brain (Thalamus) 


17.1 


Fetal Liver 


72.2 


Brain (Whole) 


29.5 


Kidney pool 


83.5 


Spinal Cord 


11.8 


Fetal Kidney 


18.9 


Adrenal Gland 


56.6 
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Renal ca. 786-0 


64J2 


Pituitary Gland 


17.6 


Renal ca.A498 


10.5 


Salivary Gland 


15-1 


Renal ca.ACHN 


24.0 


Thyroid 


59.0 


Renal ca. UO-31 


48.0 


Pancreatic ca. PANC-1 


19.9 


Renal ca.TK-10 


24.0 


Pancreas pool 


6.1 


Bladder 


14.9 







Panels 1, 1.1, 1.2, and 1 3J> 

Panels 1, LI, \2 and 13D included 2 control wells (genomic DNA control and chemistry 
control) and 94 wells of cDNA samples from cultured cell lines and primary normal tissues. 
Cell lines were derived from carcinomas (ca) including: lung, small cell (s cell var), non 

5 small cell (non-s or non-sm); breast; melanoma; colon; prostate; glioma (glio), astrocytoma 
(astro) and neuroblastoma (neuro); squamous cell (squam); ovarian; liven renal; gastric and 
pancreatic from the American Type Culture Collection (ATCC, Bethesda, MD). Normal 
tissues were obtained from individual adults or fetuses and included: adult and fetal skeletal 
muscle, adult and fetal heart, adult and fetal kidney, adult and fetal liver, adult and fetal lung, 

10 brain, spleen, bone marrow, lymph node, pancreas, salivary gland, pituitary gland, adrenal 
gland, spinal cord, thymus, stomach, small intestine, colon, bladder, trachea, breast, ovary, 
uterus, placenta, prostate, testis and adipose. The following abbreviations are used in 
reporting the results: metastasis (met); pleural effusion (pi. eff or pi effusion) and * indicates 
established from metastasis. 

15 General screening panel vl.4, vl.5, vl.6 and vl.7 

Panels 1.4, 1.5, 1.6 and 1.7 were as described for Panels 1, 1.1, 1.2 and 1.3D, above except 
that normal tissue samples were pooled from 2 to 5 different adults or fetuses. 

General screening panel vl.7 Summary: AgS471 The highest expression of this gene 
was detected in a hmg cancer sample (CT=26). This gene is widely expressed. Among 

20 tissues with metabolic or endocrine function, this gene is expressed at high to moderate 
levels in pancreas, adipose, adrenal gland, thyroid, pituitary gland, skeletal muscle, heart, 
liver and the gastrointestinal tract Therapeutic modulation of this gene, expressed protein 
and/or use of antibodies or small molecule drugs targeting the gene or gene product will 
useful in the treatment of endocrine/metabolically related diseases, such as obesity and 

25 diabetes. 
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Example G5. Screening Assays for Modulators of HMG CoA Lyase 



Anon-exhaustive list of cell lines that express the HMG CoA Lyase can be obtained 
from the differential gene expression (RTQ-PCR) results presented herein. 

5 

Potential methods for measurement ofHMG-CoA lyase enzymatic activity include 
citrate synthase-coupled assay of Stegink and Coon, (Stereospecificity and other properties 
of highly purified beta-hydroxy-beta-methylghitaryl coenzyme A cleavage enzyme from 
bovine liver, 

10 J Biol ChenL 1968 Oct 25£43(20):5272-9% further modified by Kramer and Mizioiko 

(Purification and characterization of avian liver 3-hydioxy-3-methylglutaryl coenzyme A 

lyase, J Biol Chem. 1980 Nov 25;255(22):11023-8). 

Our results indicate that a modulator of HMG CoA Lyase activity, such as an 

inhibitor, activator, antagonist, or agonist of HMG CoA Lyase may be useful for treatment of 
15 such disorders as obesity, diabetes, and insulin resistance, as well as for enhancement of 

insulin secretion. 

Protocols 

20 Following Examples describe procedures, protocols and technologies described in this 
application. 

Example Ql. Mouse Diet-Induced Obesity (DIO) Study (BP24.02) 

Overview 

' 25 

The predominant cause for obesity in clinical populations is excess caloric intake. 
This so-called diet-induced obesity (DIO) is mimicked in animal models by feeding high fet 
diets of greater than 40% fet content The DIO study was established to identify the gene 
expression changes contributing to the development and progression of diet-induced obesity. 
30 In addition, the study design sought to identify the fectors that led to the ability of certain 
individuals to resist the effects of a high fet diet and thereby prevent obesity. 

The sample groups for the study normally had body weights +1 S JD., + 4 S J), and 
7 SD. of the chow-fed controls. In addition, the biochemical profile of the + 7 S.D. mice 
35 normally revealed a further stratification of these animals into mice that retained a normal 
glycemic profile in spite of obesity and mice that demonstrated hyperglycemia. Tissues 
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examined included hypothalamus, brainstem, liver, retroperitoneal white adipose tissue 
(WAT), epididymal WAT, brown adipose tissue (BAT), gastrocnemius muscle (fast twitch 
skeletal muscle) and soleus muscle (slow twitch skeletal muscle). The differential gene 
expression profiles for these tissues revealed genes and pathways that can be used as 
5 therapeutic targets for obesity and/or diabetes. 

Protocol 

5 groups of mice were used with 3 mice per group. Occasionally, more than 3 mice 
10 were used in a single group in order to preserve correct parameters for the study. In such 
case only 3 mice would be sacrificed for tissues. The groups were grouped based on the 
following parameters: 
Group 1. Chow fed mice 

Group 2. Mice fed a high fat diet who were 1 standard deviation in weight above the chow 
15 fed mice. 

Group 3 . Mice fed a high fat diet who were 4 standard deviations in weight above the chow 
fed mice. 

Group 4. Mice fed a high fat diet who were 7 standard deviations in weight above the chow 
fed mice and who had normal glucose levels. 
20 Group 5. Mice fed a high fat diet who were 7 standard deviation in weight above the chow 
fed mice and who were hyperglycemic. 

In each group of mice, there were 3 mice that were sacrificed and tissues harvested 
for the study. 

25 

Example Q2. Rat Pancreatic Islet Study (BP24.03) 

Overview 

An important clinical goal in the early phases of Type n diabetes is to increase 
insulin secretion from the beta cells of the pancreas. Numerous agents have been identified 

30 that can modulate insulin secretion experimentally and in therapeutic situations. When 

applied to isolated rat pancreatic islets, the changes in gene expression can be correlated with 
insulin secretion. In this study, acute and chronic changes in gene expression were examined 
from islets treated with an agent after short (4 hour) and long-term (5 days) exposure, 
respectively, compared with the basal state (1 1 mM glucose). The agents included elevated 

35 (25 mM) glucose, glucose (1 1 mM) and exendin-4 (1 nM), glucose (1 1 mM) and 
gjybenclamide (50 uM) and glucose (1 1 mM) and oleate (2 mM). 
Protocol 

All samples were isolated rat islets. They differed only in the treatment that they received. 
The following samples were in the 4 hour group: 
40 1) 11 mM glucose 
2) 25 mM glucose 
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3) 11 dqM glucose & JTT 608 

4) 11 mM glucose & Caxbacol 

5) 11 mM glucose & Exendin-4 

5 Isolated rat islets were treated with either 1 ImM glucose (basal state) or 25mM glucose 
(elevated glucose.). Then there were 3 additional sets of rat islets that were treated with 
1 ImM glucose and one of the 3 agents: JTT 608, Caibacol, or Exendin-4. 

The following samples were in the 5 day group: 
10 1) 11 mM glucose 

2) 25 mM glucose 

3) 11 mM glucose &lnM Exendin 

4) 1 1 mM glucose & 50uM Glybenclamide 

5) 11 mMghicose & 2mM Oleic Acid 

15 

Isolated rat islets were treated with either 1 ImM glucose (basal state) or 25mM glucose 
(elevated glucose.). Then there were 3 additional sets of rat islets that were treated with 
1 ImM glucose and one of the 3 agents: exendin, glybenclamide, or oleic acid 

20 From all 10 samples, each was split into 2 replicates. The 2 replicates were run for 
differential gene expression analysis (GeneCalling®). 

Example Q3. Rat Insulin Sensitivity Study (BP24.05) 

25 Protocol 

ZDF rats or their lean littermates were treated with a variety of agents that are known 
to alter insulin sensitivity. Metformin, vanadate, and AICAR enhance tissue response to 
insulin, while the free fatty acids generated by liposyn (intravenous lipid infusion) treatment 
30 reduces the response. A variety of tissues were harvested, including gastrocnemius and 
soleus muscles, liver, retroperitoneal and epididymal WAT, and IBAT. 

Only gastrocnemius and soleus muscles were processed for differential gene 
expression analysis (GeneCalling®). 

35 

There were 5 groups of samples: 

1) Metformin vehicle (vehicle M) 

2) Metformin treated rats 

3) AICAR and vanadate vehicle (vehicle AV) 
40 4) AICAR treated rats 

5) Vanadate treated rats 
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Treatment was for 4 hours and glucose values before and after treatment were 
obtained. Each sample was done in triplicate (5 groups X 3 rats X 2 tissues). 



In die second part of the study rats were given an intravenous lipid infusion which 
5 should reduce tissue response to insulin in treated rats. 

In the intravenous lipid infusion part of the study 2 groups were used: 

1) Rats treated with lipid infusion vehicle. 

2) Rats treated with lipid infusion. 

10 

In each group, there were 3 rats (done in triplicate) and soleus and gastrocnemius samples 
were processed for differential gene expression analysis (GeneCalling®) (2 groups X 3 
samples X 2 tissues). 

15 Example Q4. Mouse TZD Response Study (BP24.07) 

Overview and Protocol 

The peroxisome proliferator-activated receptor gamma (PPARg) is the member of the 
20 nuclear hormone receptor subfamily of transcription factors that plays a major role in 

regulation of metabolism. The thiazolidinedione (TZD) drags, including rosiglitazone, are 
synthetic agonists of PPARg receptors that can normalize elevated plasma glucose levels in 
obese, diabetic rodents and are often quite efficacious therapeutic agents for the treatment of 
noninsulin-dependent diabetes mellitus in humans. Diabetic animals demonstrate differential 
25 responses to TZD treatment. To understand the basis for this differential response we 

compared changes in gene expression between diabetic animals that responded favorably and 
that did not respond to TZD treatment Female db/db mice were treated daily with lQmg per 
kilogram body weight rosiglitazone fov 7 days. On day 8, die mice were bled for blood 
glucose. Treated mice were grouped into either a responder group that demonstrated a 
30 significant decrease of their hyperglycemia and a non-responder group that demonstrated no 
change in their blood glucose level. Gene expression in skeletal muscle and adipose tissues 
was compared between untreated diabetic mice and the two sub-groups of TZD treated mice. 

3 tissues were collected for differential gene expression analysis (GeneCalling®): 
35 liver, thigh muscle, and uterine white adipose. 

3 groups of samples were used: 

1) Vehicle treated 

2) Rosiglitazone responders 
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3) Rosiglitazone non-responders 

Each group had 3 mice in it Total of 27 samples were processed for differential gene 
expression analysis (GeneCalling®). 

5 

Example Q5. Insulin Resistance Study (MB.01) 

The spontaneoulsy hypertensive rat (SHR) is a strain exhibiting features of the 
human Metabolic Syndrome X. The phenotypic features include obesity, hyperglycemia, 

10 hypertension, dyslipidemia and dysfibrinolysis. Tissues were removed from adult male rats 
and a control strain (Wistar _ Kyoto) to identify die gene expression differences that underlie 
the pathologic state in the SHR and in animals treated with various anti-hyperglycemic 
agents such as troglitizone. Tissues included sub-cutaneous adipose, visceral adipose, brain, 
muscle, and liver. Each tissue was collected in triplicate for differential gene expression 

15 analysis (GeneCalling®). 



Example Q6. Genetically Obese Mice vs Genetically Lean Mice Study (MB.04) 

Overview 

20 

A number of genetic models of obesity have been studied, most prominently in 
mouse and rat, but only a few causative genes have been identified. In this study, a set of 
mouse genetic models woe studied in order to identify by positional expression cloning the 
genes for obesity in mice, which genes may be relevant to human obesity. 

25 

Protocol 

7 strains of mice were used Some exhibited a lean phenotype, some were normal 
weight mice, and some of the mice were genetically obese. 

30 

The following strains of mice used in the study: 

1) CAST/EI - lean phenotype 

2) SM/J black - lean phenotype 

3) SWR/J - normal phenotype 
35 4) C571/J - normal phenotype 

5) C57BL/6J - normal phenotype 

6) AKR/J - obese phenotype 

7) NZB/BINJ - obese phenotype 
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Various tissues were processed for differential gene expression analysis 
(GeneCalling®): brain, liver, muscle, and adipose. 



Samples were processed in triplicate (i.e. 3 brain samples from 3 CASTYEI mice). 
5 Total of 7 strains X 4 tissues X 3 samples = 84 samples were used. 

Example Q7. Method of Identifying the Differentially Expressed Gene and Gene 
Product (GeneCalling®) 

10 

The GeneCalling® technology is a proprietary method of performing differential 
gene expression profiling between two or more samples developed at CuraGen and described 
by Shimkets, et al., "Gene expression analysis by transcript profiling coupled to a gene 
database query" Nature Biotechnology 17:198-803 (1999). GeneCalling® technology is also 

15 disclose in U.S. Pat No. 5,871,697. cDNA was derived from various samples representing 
multiple tissue types, normal and diseased states, physiological states, and developmental 
states from different donors. Samples were obtained as whole tissue, primary cells or tissue 
cultured primary cells or cell lines. Cells and cell lines may have been treated with biological 
or chemical agents that regulate gene expression, for example, growth factors, chemolrines or 

20 steroids. The cDNA thus derived was then digested with up to as many as 120 pairs of 

restriction enzymes and pairs of linker- adaptors specific for each pair of restriction enzymes 
were ligated to the appropriate end. The restriction digestion generates a mixture of unique 
cDNA gene fragments. Limited PCR amplification is performed with primers homologous 
to the linker adapter sequence where one primer is biotinylated and the other is fluorescently 

25 labeled. The doubly labeled material is isolated and die fluorescently labeled single strand is 
resolved by capillary gel electrophoresis. A computer algorithm compares the 
electropherograms from an experimental and control group for each of the restriction 
digestions. This and additional sequence-derived information is used to predict the identity 
of each differentially expressed gene fragment using a variety of genetic databases. The 

30 three methods routinely used to confirm the identity of the gene fragment found to have 

altered expression in models of or patients with obesity and/or diabetes are described below. 

A). Direct Sequencing 

The differentially expressed gene fragment is isolated, cloned into a plasmid, and sequenced. 
35 Afterwards, the sequence information is used to design an oligonucleotide corresponding to 
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either or both termini of the gene fragment This oligonucleotide, when used in a competitive 

PCR reaction, will ablate the electropherographic band from which the sequence is derived 
B). Competitive PCR 

5 In competitive PCR, the electropherographic peaks corresponding to the gene fragment of 
the gene of interest are ablated when a gene-specific primer (designed from the sequenced 
band or available databases) competes with primers in the linker-adaptors during the PCR 
amplification. 

10 C). PCR with Perfect or Mismatched 3* Nucleotides (TraPping) 

This method utilizes a competitive PCR approach using a degenerate set of primers that 
. extend one or two nucleotides into the gene-specific region of the fragment beyond the 
flanking restriction sites. As in the competitive PCR approach, primers that lead to the 
ablation of the electropherographic band add additional sequence information. In conjunction 

15 with the size of the gene fragment and the 12 nucleotides of sequence derived from the 
restriction sites, this additional sequence data can uniquely define the gene after database 
analysis. TraPping is disclosed in a published PCT application Pub. No. WO 01/49886. 

20 Example Q8. Identification of Human Sequences 

The laboratory cloning was performed using one or more of the methods summarized below: 

SeqCalling™Technology: cDNA was derived from various human samples representing 
25 multiple tissue types, normal and diseased states, physiological states, and developmental 
states from different donors. Samples wore obtained as whole tissue, primary cells or tissue 
cultured primary cells or cell lines. Cells and cell lines may have been treated with biological 
or chemical agents that regulate gene expression, for example, growth factors, chemokines or 
steroids. The cDNA thus derived was then sequenced using CuraGen Corporation's 
30 SeqCalling technology that is disclosed in full in U.S. Sot. Nos. 09/417386 filed Oct 13, 
1999 (as well as in PCT application Pub. No.: WO 00/40757), and 09/614,505 filed July 1 1, 
2000. Sequence traces were evaluated manually and edited for corrections if appropriate. 
cDNA sequences from all samples were assembled together, sometimes including public 
human sequences, using bioinformatics programs to produce a consensus sequence for each 
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assembly. Each assembly is included in CuraGen Corporation's database. Sequences were 

included as components for assembly when the extent of identity with another component 

was at least 95% over 50 bp. Each assembly represents a gene or portion thereof and 

includes information on v&riants, such as splice forms single nucleotide polymorphisms 

5 (SNPs), insertions, deletions and other sequence variations. 

Variant sequences are also included in this application. A variant sequence can 
include a single nucleotide polymorphism (SNP). A SNP can, in some instances, be referred 
to as a "cSNP" to denote that the nucleotide sequence containing the SNP originates as a 

1 0 cDNA A SNP can arise in several ways. For example, a SNP may be due to a substitution of 
one nucleotide for another at die polymorphic site. Such a substitution can be either a 
transition or a transversion. A SNP can also arise from a deletion of a nucleotide or an 
insertion of a nucleotide, relative to a reference allele. In this case, the polymorphic site is a 
site at which one allele bears a gap with respect to a particular nucleotide in another allele. 

1 5 SNPs occurring within genes may result in an alteration of the amino acid encoded by the 
gene at the position of the SNP. Intragenic SNPs may also be silent, when a codon including 
a SNP encodes the same amino acid as a result of the redundancy of the genetic code. SNPs 
occurring outside the region of a gene, or in an intron within a gene, do not result in changes 
in any amino acid sequence of a protein but may result in altered regulation of the expression 

20 pattern. Examples include alteration in temporal expression, physiological response 
regulation, cell type expression regulation, intensity of expression, and stability of 



Information associated with genomic clones, public genes and ESTs sharing 
25 sequence identity with the disclosed sequences and CuraGen Corporation's Electronic 
Northern bioinformatic tool. 

RACE: Techniques based on the polymerase chain reaction such as rapid amplification of 
cDNA ends (RACE), were used to isolate or complete the predicted sequence of the cDNA 
30 of the invention. Usually multiple clones were sequenced from one or more human samples 
to derive the sequences for fragments. Various human tissue samples from different donors 
were used for the RACE reaction. The sequences derived from these procedures were 
included in the SeqCalling Assembly process described in preceding paragraphs. 
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Exon Linking: The cDNA coding for the CG101 190-01 sequence was cloned by the 
polymerase chain reaction (PCR) using the primers designed based on known cDNA 
sequences or in silico predictions of the fill] length or some portion (one or more exons) of 
the cDNA/protein sequence of the invention. These primers were used to amplify a cDNA 
5 from a pool containing expressed human sequences derived from the following tissues: 
adrenal gland, bone marrow, brain - amygdala, brain - cerebellum, brain - hippocampus, 
brain - substantia nigra, brain - thalamus, brain -whole, fetal brain, fetal kidney, fetal liver, 
fetal lung, heart, kidney, lymphoma - Raji, mammary gland, pancreas, pituitary gland, 
placenta, prostate, salivary gland, skeletal muscle, small intestine, spinal cord, spleen, 
10 stomach, testis, thyroid, trachea and uterus. 

* 

Physical Clone: The PCR product derived by exon linking, covering the entire open reading 
frame, was cloned into the pCR2.1 vector from Invitrogen to provide clones used for 
expression and screening purposes. 

15 

Example Q9. Quantitative expression analysis (RTQ-PCR) of clones in various cells 
and tissues 

The quantitative expression of various NOV genes was assessed using microtiter plates 
20 containing RNA samples from a variety of normal and pathology-derived cells, cell lines and 
tissues using real time quantitative PCR (RTQ-PCR) performed on an Applied Biosystems 
(Foster City, CA) AM PRISM® 7700 or an AM PRISM® 7900 HT Sequence Detection 
System. 

RNA integrity of all samples was determined by visual assessment of agarose gel 
25 electropherograms using 28S and 18S ribosomal RNA staining intensity ratio as a guide (2:1 
to 2.5:1 28s:18s) and the absence of low molecular weight RNAs (degradation products). 
Control samples to detect genomic DNA contamination included RTQ-PCR reactions run in 
the absence of reverse transcriptase using probe and primer sets designed to amplify across 
the span of a single exon. 

30 RNA samples were normalized in reference to nucleic acids encoding constitutively 

expressed genes (i.e., P-actin and GAPDH). Alternatively, non-normalized RNA samples 
were converted to single strand cDNA (sscDNA) using Superscript n (Invitrogen 
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Corporation, Carlsbad, CA, Catalog No. 1 8064-147) and random hexamers according to the 

manufacturer's instructions. Reactions containing up to 10 of total RNA in a volume of 

20 \*1 or were scaled up to contain 50 \ig of total RNA in a volume of 1 00 pi and were 

incubated for 60 minutes at 42°C. sscDNA samples were then normalized in reference to 

5 nucleic acids as described above. 

Probes and primers were designed according to Applied Biosystems Primer Express 
Software package (version I for Apple Computer's Macintosh Power PC) or a similar 
algorithm using the target sequence as input Default reaction condition settings and the 
following parameters were set before selecting primers: 250 nM primer concentration; 58°- 

10 60° C primer melting temperature (Tm) range; 59° C primer optimal Tm; 2° C maximum 
primer difference (if probe does not have 5' G, probe Tm must be 10°C greater than primer 
Tm; and 75 bp to 100 bp amplicon size. The selected probes and primers were synthesized 
by Synthegen (Houston, TX). Probes were double purified by HPLC to remove uncoupled 
dye and evaluated by mass spectroscopy to verify coupling of reporter and quencher dyes to 

15 the 5' and 3* ends of the probe, respectively. Their final concentrations were: 900 nM 
forward and reverse primers, and 200nM probe. 

Normalized RNA was spotted in individual wells of a 96 or 384-well PCR plate (Applied 
Biosystems, Foster City, CA). PCR cocktails included a single gene-specific probe and 
primers set or two multiplexed probe and primers sets. PCR reactions were done using 

20 TaqMan® One-Step RT-PCR Master Mix (Applied Biosystems, Catalog No. 43 13803) 
following manufacturer's instructions. Reverse transcription was performed at 48° C for 30 
minutes followed by amplification/PCR cycles: 95° C 10 min, then 40 cycles at 95° C for 1 5 
seconds, followed by 60° C for 1 minute. Results were recorded as CT values (cycle at which 
a given sample crosses a threshold level of fluorescence) and plotted using a log scale, with 

25 the difference in RNA concentration between a given sample and the sample with the lowest 
CT value being represented as 2 to the power of delta CT. The percent relative expression 
was the reciprocal of the RNA difference multiplied by 100. CT values below 28 indicate 
high expression, between 28 and 32 indicate moderate expression, between 32 and 35 
indicate low expression and above 35 reflect levels of expression that were too low to be 

30 measured reliably. 
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Normalized sscDNA was analyzed by RTQ-PCR using IX TaqMan® Universal Master mix 
(Applied Biosystems; catalog No. 4324020), following the manufacturer's instructions, PGR 
amplification and analysis were done as described above. 

Panels 1, 1.1, 1.2, and 1 3D 

5 Panels 1, 1.1, 1.2 and 1.3D included 2 control wells (genomic DNA control and chemistry 
control) and 94 wells ofcDNA samples from cultured cell lines and primary normal tissues. 
Cell lines were derived from carcinomas (ca) including: lung, small cell (s cell var), non 
small cell (non-s or non-sm); breast; melanoma; colon; prostate; glioma (glio), astrocytoma 
(astro) and neuroblastoma (neuro); squamous cell (squam); ovarian; liver; renal; gastric and 

1 0 pancreatic from the American Type Culture Collection (ATCC, Bethesda, MD). Normal 
tissues were obtained from individual adults or fetuses and included: adult and fetal skeletal 
muscle, adult and fetal heart, adult and fetal kidney, adult and fetal liver, adult and fetal lung, 
brain, spleen, bone marrow, lymph node, pancreas, salivary gland, pituitary gland, adrenal 
gland, spinal cord, thymus, stomach, small intestine, colon, bladder, trachea, breast, ovary, 

15 uterus, placenta, prostate, testis and adipose. The following abbreviations are used in 

reporting the results: metastasis (met); pleural effusion (pi. eff or pi effusion) and * indicates 
established from metastasis. 

General screening panel vl.4, vl.5, vl.6 and vl.7 

Panels 1.4, 1.5, 1.6 and 1.7 were as described for Panels 1, 1.1, 12 and 1.3D, above except 
20 that normal tissue samples were pooled from 2 to 5 different adults or fetuses. 

Panels 2D, 2.2, 23 and 2.4 ' 

Panels 2D, 2.2, 23 and 2.4 included 2 control wells and 94 wells containing RNA or cDNA 
from human surgical specimens procured through the National Cancer Institute's 
Cooperative Human Tissue Network (CHIN) or the National Disease Research Initiative 

25 (NDRI), Ardais (Lexington, MA) or Clinomics Biosciences (Frederick, MD). Tissues 
included human malignancies and in some cases matched adjacent normal tissue (NAT). 
Information regarding histopathological assessment of tumor differentiation grade as well as 
the clinical stage of the patient from which samples were obtained was generally available. 
Normal tissue RNA and cDNA samples were purchased from various commercial sources 

30 such as Clontech (Palo Alto, CA), Research Genetics and Invitrogen (Carlsbad, CA). 
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The HASS Panel vl .0 included 93 cDNA samples and two controls including: 8 1 samples of 
cultured human cancer cell lines subjected to serum starvation, acidosis and anoxia 
according to established procedures for various lengths of time; 3 human primary cells; 9 
5 malignant brain cancers (4 medulloblastomas and 5 glioblastomas); and 2 controls. Cancer 
cell lines (ATCC) were cultured using recommended conditions and included: breast, 
prostate, bladder, pancreatic and CNS. Primary human cells were obtained from Clonetics 
(Walkersville, MD). Malignant brain samples were gifts from the Henry Ford Cancer Center. 

ARDAIS Panel vl.0 and vl J 

10 The ARDAIS Panel vl .0 and vl .1 included 2 controls and 22 test samples including: human 
lung adenocarcinomas, lung squamous cell carcinomas, and in some cases matched adjacent 
normal tissues (NAT) obtained from Aidais (Lexington, MA). Unmatched malignant and 
non-malignant RNA samples from lungs with gross histopathological assessment of tumor 
differentiation grade and stage and clinical state of the patient were obtained from Ardais. 

. 15 ARDAIS Prostate vl.0 

ARDAIS Prostate vl.0 panel included 2 controls and 68 test samples of human prostate 
malignancies and in some cases matched adjacent normal tissues (NAT) obtained from 
Ardais (Lexington, MA). RNA from unmatched malignant and non-malignant prostate 
samples with gross histopathological assessment of tumor differentiation grade and stage and 
20 clinical state of the patient were also obtained from Ardais. 

ARDAIS Kidney vl.0 

ARDAIS Kidney vl.0 panel included 2 control wells and 44 test samples of human renal cell 
carcinoma and in some cases matched adjacent normal tissue (NAT) obtained from Ardais 
(Lexington, MA). RNA from unmatched renal cell carcinoma and normal tissue with gross 
25 histopathological assessment of tumor differentiation grade and stage and clinical state of the 
patient were also obtained from Ardais. 

ARDAIS Breast vl.0 
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ARDAIS Breast vl .0 panel included 2 control wells and 71 test samples of human breast 

malignancies and in some cases matched adjacent normal tissue (NAT) obtained from Ardais 

(Lexington, MA). RNA from unmatched malignant and non-malignant breast samples with 

gross histopathological assessment of tumor differentiation grade and stage and clinical state 

5 of the patient were also obtained from Ardais. 

Panel 3D, 3.1 and 32 

Panels 3D, 3.1, and 3.2 included two controls, 92 cDNA samples of cultured human cancer 
cell lines and 2 samples of human primary cerebellum. Cell lines (ATCC, National Cancer 
Institute (NCI), German tumor cell bank) were cultured as recommended and were derived 
10 from: squamous cell carcinoma of the tongue, melanoma, sarcoma, leukemia, lymphoma, 
and epidermoid, bladder, pancreas, kidney, breast, prostate, ovary, uterus, cervix, stomach, 
colon, lung and CNS carcinomas. 

Panels 4D, 4R, and 4.1D 

Panels 4D, 4R, and 4. ID included 2 control wells and 94 test samples of RNA (Panel 4R) or 
15 - cDNA (Panels 4D and 4. ID) from human cell lines or tissues related to inflammatory 

conditions. Controls included total RNA from normal tissues such as colon, lung (Stratagene, 
La Jolla, CA), thyrpus and kidney (Clontech, Palo Alto, CA). Total RNA from cirrhotic and 
. lupus kidney was obtained from BioChairi Institute, Inc., (Hayward, CA). Crohn's intestinal 
and ulcerative colitis samples were obtained from the National Disease Research Interchange 
20 (NDRI, Philadelphia, PA). Cells purchased from Clonetics (Walkersville, MD) included: 
astrocytes, lung fibroblasts, dermal fibroblasts, coronary artery smooth muscle cells, small 
airway epithelium, bronchial epithelium, microvascular dermal endothelial cells, 
microvascular lung endothelial cells, human pulmonary aortic endothelial cells, and human 
umbilical vein endothelial. These primary cell types were activated by incubating with 
25 various cytokines (JLrl beta -1-5 ngfail, INF alpha -5-1 0 ng/ml, IFN gamma -20-50 ng/ml, 
IL-4 -5-10 ng/ml, TLr9 -5-10 ng/ml, EL-13 5-10 ng/ml) or combinations of cytokines as 
indicated. Starved endothelial cells were cultured in the basal media (Clonetics, 
Walkersville, MD) with 0. 1% serum. 

Mononuclear cells were prepared from blood donations using FicolL LAK cells were 
30 cultured in culture media [DMEM, 5% FCS (Hyclone, Logan, UT), 100 mM non essential 
amino acids (Gibco/Iife Technologies, Rockville, MD), 1 mM sodium pyruvate (Gibco), 
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mercaptoethanol 5.5 x 10" 5 M (Gibco), and 10 mM Hepes (Gibco)] and interleukin 2 for 4-6 

days. Cells were activated with 10-20 ngtoal PMA and 1-2 jig/ml ionomycin, 5-10 ng/ml IL- 

12, 20-50 ng/ml IFN gamma or 5-10 ng/ml IL-18 for 6 hours. In some cases, mononuclear 

cells were cultured for 4-5 days in culture media with -5 mg/ml PHA (phytohemagglutinin) 

5 or PWM (pokeweed mitogen; Sigma-Aldrich Corp., St Louis, MO). Samples were taken at 

24, 48 and 72 hours for RNA preparation. MLR (mixed lymphocyte reaction) samples were 

obtained by taking blood firom two donors, isolating the mononuclear cells using Ficoll and 

mixing them 1:1 ata final concentration of~2xl0 6 cells/ml in culture media. The MLR 

samples were taken at various time points from 1-7 days for RNA preparation. 

10 Monocytes were isolated from mononuclear cells using CD14 Miltenyi Beads, -We VS 
selection columns and a Vario Magnet (Miltenyi Biotec, Auburn, CA) according to the 
manufacturer's instructions. Monocytes were differentiated into dendritic cells by culturing 
in culture media with 50 ng/ml GMCSF and 5 ng/ml IL-4 for 5-7 days. Macrophages were 
prepared by culturing monocytes for 5-7 days in culture media with -50 ng/ml 10% type AB 

15 Human Serum (life technologies, Rockville, MD) or MCSF (Macrophage colony 

stimulating factor, R&D, Minneapolis, MN). Monocytes, macrophages and dendritic cells 
wore stimulated for 6 or 12-14 hours with 100 ng/ml lipopolysaccharide (LPS). Dendritic 
cells were also stimulated with 10 jig/ml anti-CD40 monoclonal antibody (Pharmingen, San 
Diego, CA) for 6 or 12-14 hours. 

20 CD4+ lymphocytes, CD8+ lymphocytes and NK cells were also isolated from mononuclear 
cells using CD4, CD8 and CD56 Miltenyi beads, positive VS selection columns and a Vario 
Magnet (Miltenyi Biotec, Auburn, CA) according to the manufacturer's instructions. 
CD45+RA and CD45+RO CD4+ lymphocytes were isolated by depleting mononuclear cells 
of CD8+, CD56+, CD14+ and CD19* cells using CD8, CD56, CD14 and CD19 Miltenyi 

25 beads and positive selection. CD45RO Miltenyi beads were thai used to separate the 
CD45+RO CD4+ lymphocytes from CD45+RA CD4+ lymphocytes. CD45+RA CD4+, 
CD45+RO CD4 +and CD8+ lymphocytes were cultured in culture media at 10 6 cells/ml in 
culture plates precoated overnight with 0.5 mg/ml anti-CD28 (Pharmingen, San Diego, CA) 
and 3 ng/ml anti-CD3 (OKT3, ATCC) in PBS. After 6 and 24 hours, the cells were harvested 

30 for RNA preparation. To prepare chronically activated CD8+ lymphocytes, isolated CD8+ 
lymphocytes were activated for 4 days on anti-CD28, anti-CD3 coated plates and then 
harvested and expanded in culture media with IL-2 (1 ng/ml). These CD8+ cells were 
. activated again with plate bound anti-CD3 and anti-CD28 for 4 days and expanded as 
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described above. RNA was isolated 6 and 24 hours after the second activation and after 4 
days of the second expansion culture. Isolated NK cells were cultured in culture media with 
1 ng/ml IL-2 for 4-6 days before RNA was prepared. 

B cells were prepared from minced and sieved tonsil tissue (NDRJQ. Tonsil cells were 
5 pelleted and resupended at 10 6 cells/ml in culture media. Cells were activated using 5 ng/ml 
PWM (Sigmar-Aldrich Corp., St Louis, MO) or~10 fig/ml anti-CD40 (Phanningen, San 
Diego, CA) and 5-10 ng/ml IL-4. Cells were harvested for RNA preparation after 24, 48 and 
72 hours. 

To prepare primary and secondary Thl/Th2 and Trl cells, umbilical cord blood CD4+ 
10 lymphocytes (Poietic Systems, German Town, MD) were cultured at loM0 6 cells/ml in 
culture media with IL-2 (4 ng/ml) in 6-well Falcon plates (precoated overnight with 10 
jig/ml auti-CD28 (Phanningen) and 2 *ig/ml anti-CD3 (OKT3; ATCC) then washed twice 
with PBS). 

To stimulate Thl phenotype differentiation, IL-12 (5 ng/ml) and anti-IL4 (1 ng/ml) were 
15 used; for Th2 phenotype differentiation, IL-4 (5 ng/ml) and anti-IFN gamma (1 ng/ml) were 
used; and for Trl phenotype differentiation, IL-10 (5 ng/ml) was used. After 4-5 days, the 
activated Thl, Th2 and Trl lymphocytes were washed once with DMEM and expanded for 
4-7 days in culture media with IL-2 (1 ng/ml). Activated Thl, Th2 and Trl lymphocytes 
were re-stimulated for 5 days with anti-CD28/CD3 and cytokines as described above with 
20 the addition of anti-CD95L (1 jig/ml) to prevent apoptosis. After 4-5 days, the Thl, Th2 and 
Trl lymphocytes were washed and expanded in culture media with IL-2 for 4-7 days. 
Activated Thl and Th2 lymphocytes were maintained for a mmimvm of three cycles. RNA 
was prepared from primary and secondary Thl , Th2 and Trl after 6 and 24 hours following 
the second and third activations with plate-bound anti-CD3 and anti-CD28 mAbs and 4 days 
25 into the second and third expansion cultures. ' 

Leukocyte cells lines Ramos, EOL-1, KU-812 were obtained from the ATCC. EOL-1 cells 
were further differentiated by culturing in culture media at 5 xlO 5 cells/ml with 0.1 mM 
dbcAMP for 8 days, changing the media every 3 days and adjusting the cell concentration to 
5 x10 s cells/ml. RNA was prepared from resting cells or cells activated with PMA (10 
30 ng/ml) and ionomycin (1 jig/ml) for 6 and 14 hours. RNA was prepared fitim resting CCD 
1106 keratinocyte cell line (ATCC) or from cells activated with -5 ng/ml TNF alpha and 1 
ng/ml IL-1 beta. RNA was prepared from resting NCI-H292, airway epithelial tumor cell 

308 



WO 2004/013347 PCT/US2003/024504 
line (ATCC) or from cells activated for 6 and 14 hours in culture media with 5 ng/ml IL-4, 5 

ng/ml TLr9, 5 ng/ml TL-13> and 25 ng/ml IFN gamma. 

RNA was prepared by lysing approximately 10 7 cells/ml using Trizol (Gibco BRL) then 
adding 1/10 volume of bromochloiopropane (Molecular Research Corporation, Cincinnati, 

5 OH), vortexing, incubating for 10 minutes at room temperature and then spinning at 14,000 
rpm in a Sorvall SS34 rotor. The aqueous phase was placed in a 15 ml Falcon Tube and an 
equal volume of isopropanol was added and left at -20° C overnight The precipitated RNA 
was spun down at 9,000 rpm for 15 min and washed in 70% ethanol. The pellet was 
redissolved in 300 jil of KNAse-free water with 35 ml buffer (Promega, Madison, WI) 5 jil 

1 0 DTT, 7 \d RNAsin and 8 jil DNAse and incubated at 37° C for 30 minutes to remove 
contaminating genomic DNA, extracted once with phenol chloroform and re-precipitated 
with 1/10 volume of 3 M sodium acetate and 2 volumes of 100% ethanol. The RNA was 
spun down, placed in RNAse free water and stored at -80° C. 

AI_comprehensive panelvl.O 

15 Autoimmunity (AI) comprehensive panel vl.O included two controls and 89 cDNA test 

samples isolated from male (M) and female (F) surgical and postmortem human tissues that 
were obtained from the Backus Hospital and Clinomics (Frederick, MD). Tissue samples 
included : normal, adjacent (Adj); matched normal adjacent (match control); joint tissues 
(synovial (Syn) fluid, synovium, bone and cartilage, osteoarthritis (OA), rheumatoid arthritis 

20 (RA)); psoriatic; ulcerative colitis colon; Crohns disease colon; and emphysmatic, asthmatic, 
allergic and chronic obstructive pulmonary disease (COPD) lung. 

Pulmonary and General inflammation (PGI) panel vl.O 

Pulmonary and General inflammation (PGI) panel vl.O included two controls and 39 test 
samples isolated as surgical or postmortem samples. Tissue samples include: five normal 

25 lung samples obtained from Maryland Brain and Tissue Bank, University of Maryland 
(Baltimore, MD), International Bioresource systems, IBS (Tuscon, AZ), and Asterand 
(Detroit, MI), five normal adjacent intestine tissues (NAT) from Ardais (Lexington, MA), 
ulcerative colitis samples (UC) from Ardais (Lexington, MA); Crohns disease colon from 
NDRI, National Disease Research Interchange (Philadelphia, PA); emphysematous tissue 

30 samples from Ardais (Lexington, MA) and Genomic Collaborative Inc. (Cambridge, MA), 
asthmatic tissue from Maryland Brain and Tissue Bank, University ofMaryiand (Baltimore, 
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MD) and Genomic Collaborative Inc (Cambridge, MA) and fibrotic tissue from Ardais 

(Lexinton, MA) and Genomic Collaborative (Cambridge, MA). 
Cellular OA/RA Panel 

Cellular OA.RA panel includes 2 control wells and 35 test samples comprised of cDNA 
5 generated from total RNA isolated from human cell lines or primary cells representative of 
the human joint and its inflammatory condition. Cell types included normal human 
osteoblasts (Nhost) from Clonetics (Cambrex, East Rutherford, NJ), human chondrosarcoma 
SW1353 cells from ATCC (Manossas, VA)), human fibroblast-like synoviocytes from Cell 
Applications, Inc. (San Diego, CA) and MH7A cell line (a rheumatoid fibroblast-like 
10 synoviocytes transformed with SV40 T antigen) from Riken Cell bank ( Tsukuba Science 

City, Japan). These cell types were activated by incubating with various cytokines (TL-1 beta , 
-1-10 ng/ml, TNF alpha -5-50 ng/ml, or prostaglandin E2 for Nhost cells) for 1, 6, 18 or 24 
h. All these cells were starved for at least 5 h and cultured in their corresponding basal 
medium with ~ 0.1 to 1 % FBS. 

1 5 Minitissue OA/RA Panel 

The OA/RA mini panel includes two control wells and 31 test samples comprised of cDNA 
generated from total RNA isolated from surgical and postmortem human tissues obtained 
from the University of Calgary (Alberta, Canada), NDRI (Philadelphia, PA), and Ardais 
Corporation (Lexington, MA). Joint tissue samples include synovium, bone and cartilage 
20 from osteoarthritic and rheumatoid arthritis patients undergoing reconstructive knee surgery, 
as well as, normal synovium samples (RNA and tissue). Visceral normal tissues were pooled 
from 2-5 different adults and included adrenal gland, heart, kidney, brain, colon, lung, 
stomach, small intestine, skeletal muscle, and ovary. 

AI.05 chondrosarcoma 

25 AI.05 chondrosarcoma plates included SW1353 cells (ATCC) subjected to serum starvation 
and treated for 6 and 1 8 h with cytokines that are known to induce MMP (1 , 3 and 1 3) 
synthesis (e.g. ILlbeta). These treatments included: IL-lbeta (10 ng/ml), H^lbeta + TNF- 
alpha (50 ng/ml), IL-lbeta + Oncostatin (50 ng/ml) and PMA (100 ng/ml). Supematants 
were collected and analyzed for MMP 1, 3 and 13 production. RNA was prepared from these 

30 samples using standard procedures. 
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Panel 5D and 51 included two controls and cDNAs isolated from human tissues, human 
pancreatic islets cells, cell lines, metabolic tissues obtained from patients enrolled in the 
Gestational Diabetes study (described below), and cells from different stages of adipocyte 
5 differentiation, including differentiated (AD), midway differentiated (AM), and 
undifferentiated (U; human mesenchymal stem cells). 

Gestational Diabetes study subjects were young (1 8 - 40 years), otherwise healthy women 
with and without gestational diabetes undergoing routine (elective) Caesarean section. 
Uterine wall smooth muscle (UT), visceral (Vis) adipose, skeletal muscle (SK), placenta (PI) 

10 greater omentum adipose (GO Adipose) and subcutaneous (SubQ) adipose samples (less 
than 1 cc) were collected, rinsed in sterile saline, blotted and flash frozen in liquid nitrogen. 
Patients included: Patient 2, an overweight diabetic Hispanic not on insulin; Patient 7-9, 
obese non-diabetic Caucasians with body mass index (BMI) greater than 30; Patient 10, an 
overweight diabetic Hispanic, on insulin; Patient 1 1, an overweight nondiabetic African 

15 American; and Patient 12, a diabetic Hispanic on insulin. 

Differentiated adipocytes were obtained from induced donor progenitor cells (Clonetics, 
Walkersville, MD). Differentiated human mesenchymal stem cells (HuMSCs) were prepared 
as described in Mark F. Pittenger, et aL, Multilineage Potential of Adult Human 
Mesenchymal Stem Cells Science Apr 2 1999: 143-147. mRNA was isolated and sscDNA 
20 was produced from Trizol lysates or frozen pellets. Human cell lines (ATCC, NCI or 
German tumor cell bank) included: kidney proximal convoluted tubule, uterine smooth 
muscle cells, small intestine, liver HepG2 cancer cells, heart primary stromal cells and 
adrenal cortical adenoma cells. Cells were cultured, RNA extracted and sscDNA was 
produced using standard procedures. 

25 Panel 51 also contains pancreatic islets (Diabetes Research Institute at the University of 
Miami School of Medicine). 

Human Metabolic RTQ-PCR Panel 

Human Metabolic RTQ-PCR Panel included two controls (genomic DNA control and 
chemistry control) and 21 1 cDNAs isolated from human tissues and cell lines relevant to 
30 metabolic diseases. This panel identifies genes that play a role in the etiology and 
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pathogenesis of obesity and/or diabetes. Metabolic tissues including placenta (PI), uterine 

wall smooth muscle (Ut), visceral adipose, skeletal muscle (Sk) and subcutaneous (SubQ) 

adipose were obtained from the Gestational Diabetes study (described above). Included in 

the panel are: Patients 7 and 8, obese non-diabetic Caucasians; Patient 12 a diabetic 

5 Caucasian with unknown BMI, on insulin (treated); Patient 13, an overweight diabetic 

Caucasian, not on insulin (untreated); Patient 15, an obese, untreated, diabetic Caucasian; 

Patient 17 and 25, untreated diabetic Caucasians of normal weight; Patient 18, an obese, 

untreated, diabetic Hispanic; Patient 19, a non-diabetic Caucasian of normal weight; Patient 

20, an overweight, treated diabetic Caucasian; Patient 21 and 23, overweight non-diabetic 

1 0 Caucasians; Patient 22, a treated diabetic Caucasian of normal weight; Patient 23, an 

overweight non-diabetic Caucasian; and Patients 26 and 27, obese, treated, diabetic 

Caucasians. 

Total RNA was isolated from metabolic tissues including: hypothalamus, liver, pancreas, 
pancreatic islets, small intestine, psoas muscle, diaphragm muscle, visceral (Vis) adipose, 
1 5 subcutaneous (SubQ) adipose and greater omentum (Go) from 12 Type II diabetic (Diab) 
patients and 12 non diabetic (Norm) at autopsy. Control diabetic and non-diabetic subjects 
were matched where possible for: age; sex, male (M); female (F); ethnicity, Caucasian (CC); 
Hispanic (HI); African American (AA); Asian (AS); and BMI, 20-25 (Low BM), 26-30 
(Med BM) or overweight (Overwt), BMI greater than 30 (Hi BMI) (obese). 

20 RNA was extracted and ss cDNA was produced from cell lines (ATCC) by standard 
methods. 

• CNS Panels 

CNS Panels CNSD.01, CNS Neurodegeneration VI .0 and CNS Neurodegeneration V2.0 
included two controls and 46 to 94 test cDNA samples isolated from postmortem human 
25 brain tissue obtained from the Harvard Brain Tissue Resource Center (McLean Hospital). 
Brains were removed from calvaria of donors between 4 and 24 hours after death, and frozen 
at -80° C in liquid nitrogen vapor. 

Panel CNSD.01 

Panel CNSD.01 included two specimens each from: Alzheimer's disease, Parkinson's 
30 disease, Huntington's disease, Progressive Supetnuclear Palsy (PSP), Depression, and 
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normal controls. Collected tissues included: cingulate gyrus (Cing Gyr), temporal pole 

(Temp Pole), globus palladus (Glob palladus), substantia nigra (Sub Nigra), primary motor 

strip (Brodman Area 4), parietal cortex (Brodman Area 7), prefrontal cortex (Brodman Area 

9), and occipital cortex (Brodman area 17). Not all brain regions are represented in all cases. 

5 Panel CNS Neurodegeneration VLO 

The CNS Neurodegeneration VLO panel included: six Alzheimer's disease (AD) brains and 
eight normals which included no dementia and no Alzheimer's like pathology (control) or no 
dementia but evidence of severe Alzheimer's like pathology (Control Path), specifically 
senile plaque load rated as level 3 on a scale of 0-3; 0 no evidence of plaques, 3 severe AD 
10 senile plaque load. Tissues collected included: hippocampus, temporal cortex (Brodman 
Area 21), parietal cortex (Brodman area 7), occipital cortex (Brodman area 17) superior 
temporal cortex (Sup Temporal Ctx) and inferior temporal cortex (Inf Temproal Ctx). 

Gene expression was analyzed after normalization using a scaling factor calculated by 
subtracting the Well mean (CT average for the specific tissue) from the Grand mean (average 
15 CT value for all wells across all runs). The scaled CT value is the result of the raw CT value 
plus the scaling factor. 

Panel CNS Neurodegeneration V2.0 

The CNS Neurodegeneration V2.0 panel included sixteen cases of Alzheimer's disease (AD) 
and twenty-nine normal controls (no evidence of dementia prior to death) including fourteen 

20 controls (Control) with no dementia and no Alzheimer's like pathology and fifteen controls 
with no dementia but evidence of severe Alzheimer's like pathology (AH3), specifically 
senile plaque load rated as level 3 on a scale of 0-3; 0 no evidence of plaques, 3 severe AD 
senile plaque load. Tissues from the temporal cortex (Brodman Area 21) included the 
inferior and superior temporal cortex that was pooled from a given individual (Inf & Sup 

25 Temp Ctx Pool). 

Example Q10. PathCalling® Technology 

30 The sequence of NOVX was derived by laboratory screening of cDNA library by the 

two-hybrid approach. cDNA fragments covering either the full length of the DNA sequence, 
or part of the sequence, or both, were sequenced. In silico prediction was based on sequences 
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available in CuraGen Corporation's proprietary sequence databases or in the public human 

sequence databases, and provided either the full-length DNA sequence, or some portion 

thereof 

The laboratory screening was performed using the methods that follow. cDNA 
5 libraries were derived from various human samples representing multiple tissue types, 
normal and diseased states, physiological states, and developmental states from different 
donors. Samples were obtained as whole tissue, primary cells or tissue cultured primary cells 
or cell lines. Cells and cell lines may have been treated with biological or chemical agents 
that regulate gene expression, for example, growth factors, chemokmes or steroids. The 
1 0 cDNA thus derived was then directionally cloned into the appropriate two-hybrid vector 
(Gal4-activation domain (Gal4-AD) fusion). Such cDNA libraries as well as commercially 
available cDNA libraries from Clontech (Palo Alto, CA) were then transferred from E.coli 
into a CuraGen Corporation proprietary yeast strain (disclosed in U. S. Patents 6,057,101 and 
6,083,693, incorporated herein by reference in their entireties). 

15 Gal4-binding domain (Gal4-BD) fusions of a CuraGen Corportion proprietary library 

of human sequences was used to screen multiple Gal4-AD fusion cDNA libraries resulting in 
the selection of yeast hybrid diploids in each of which the Gal4-AD fusion contains an 
individual cDNA. Each sample was amplified using the polymerase chain reaction (PCR) 
using non-specific primers at the cDNA insert boundaries. Such PCR product was 

20 sequenced; sequence traces were evaluated manually and edited for corrections if 
appropriate. cDNA sequences from all samples were assembled together, sometimes 
including public human sequences, using bioinfonnatic programs to produce a consensus 
sequence for each assembly. Each assembly is included in CuraGen Corporation's database. 
Sequences were included as components for assembly when the extent of identity with 

25 another component was at least 95% over 50 bp. Each assembly represents a gene or portion 
thereof and includes information on variants, such as splice forms single nucleotide 
polymorphisms (SNPs), insertions, deletions and other sequence variations. 

Physical clone: the cDNA fragment derived by the screening procedure, covering the 
entire open reading frame is, as a recombinant DNA, cloned into pACT2 plasmid (Clontech) 
30 used to make the cDNA library. The recombinant plasmid is inserted into the host and 

selected by the yeast hybrid diploid generated during the screening procedure by the mating 
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What is claimed is: 

1. An isolated nucleic acid molecule comprising a nucleic acid sequence selected from the 
group consisting of SEQ ID NO^n-1, wherein n is an integer between 1 and 85. 

2. An isolated nucleic acid molecule comprising a nucleic acid sequence encoding an amino 
acid sequence selected from the group consisting of SEQ ID NO:2n, wherein n is an integer 
between 1 and 85. 

3. An isolated polypeptide comprising an amino acid sequence selected from the group 
consisting of SEQ ID NCh2n, wherein n is an integer between 1 and 85. 

4. An isolated polypeptide of claim 3, wherein the isolated polypeptide comprises an amino 
acid sequence selected from the group consisting of SEQ ID NO:2, SEQ ID NO:4, SEQ ID 
NO:6, SEQ ID NO:86, SEQ ID NO:88, SEQ ID NO:90, SEQ ID NO:92, SEQ ID NO:96, 
SEQ ID NO:98, SEQ ID NO:100, SEQ ID NO:102, SEQ ID NO:104, SEQ ID NO:106, SEQ 
ID NO:108, and SEQ ID NO:l 10. 

5. An isolated polypeptide of claim 3, wherein the isolated polypeptide comprises an amino 
acid sequence selected from the group consisting of SEQ ID NO:8, SEQ ID NO:10, SEQ ID 
NO:12, SEQ ID NO:14, SEQ ID NO:16, SEQ ID NO:l 12, SEQ ID NO:l 14, SEQ ID 
NO:l 16, SEQ ID NO:l 18, SEQ ID NO:120, SEQ ID NO:122, SEQ ID NO:124, SEQ ID 
NO:126, SEQ ID NO:128, SEQ ID NO:130, SEQ ID NO:136, SEQ ID NO:138, SEQ ID 
NO:144, SEQ ID NO:148, SEQ ID NO:152, and SEQ ID NO:154. 

6. An isolated polypeptide of claim 3, wherein the isolated polypeptide comprises an amino 
acid sequence selected from the group consisting of SEQ ID NO:18, SEQ ID NO:20, SEQ 
ID NO:22, SEQ ID NO:24, SEQ ID NO:26, and SEQ ID NO:28. 

7. An isolated polypeptide of claim 3, wherein the isolated polypeptide comprises an amino 
acid sequence selected from the group consisting of SEQ ID NO:30, SEQ ID NO:32, SEQ 
ID NO:34, SEQ ID N036, SEQ ID NO:38, SEQ ID NO:40, SEQ ID NO:42, SEQ ID 
NO:44, and SEQ ID NO:156 

8. An isolated polypeptide of claim 3, wherein the isolated polypeptide comprises an amino 
acid sequence selected from the group consisting of SEQ ID NO:46, SEQ ID NO:48, SEQ 
ID NO:50, SEQ ID NO:52, and SEQ ID NO:54. 

9. An isolated polypeptide of claim 3, wherein the isolated polypeptide comprises an amino 
acid sequence selected from the group consisting of SEQ ID NO:56, SEQ ID NO:58, and 
SEQIDNO:168. 

10. An isolated polypeptide of claim 3, wherein the isolated polypeptide comprises an 
amino acid sequence selected from the group consisting of SEQ ID NO:60, SEQ ID NO:62, 
SEQ ID NO:64, SEQ ID NO:66, SEQ ID NO:68, SEQ ID NO:70, SEQ ID NO:72, SEQ ID* 
NO:74, SEQ ID NO:76, SEQ ID NO:78, and SEQ ID NO:170. 
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1 1 . A method for identifying compounds that modulate target polypeptide activity 
comprising: 

(a) combining a test compound with a target polypeptide and a substrate of the target 
polypeptide; and 

(b) determining whether the test compound modulates the activity of die target 
polypeptide; 

wherein die target polypeptide comprises an amino acid sequence selected from the group 
consisting of SEQ IDNO:2n, wherein n is an integer between 1 and 85, the amino acid 
sequence that is at least 95% identical to SEQ ID NO:2n, the amino acid sequence of at least 
one domain of SEQ ID NO:2n, and the amino acid sequence that is at least 95% identical to 
the at least one domain of SEQ ID NO:2n. 

12. The method of claim 11, further comprising a step of identifying the test compound that 
modulates the target polypeptide activity by inhibiting the target polypeptide activity as an 
inhibitor of the target polypeptide activity. 

13. The method of claim 1 1 , further comprising a step of identifying the test compound that 
modulates the target polypeptide activity by inhibiting the target polypeptide activity as an 
antagonist of the target polypeptide. 

14. The method of claim 11, further comprising a step of identifying the test compound that 
modulates die target polypeptide activity by activating the target polypeptide activity as an 
activator of the target polypeptide activity. 

15. The method of claim 11, further comprising a step of identifying the test compound that 
modulates die target polypeptide activity by activating the target polypeptide activity as an 
agonist of the target polypeptide. 

16. The method of claim 11, further comprising a step of identifying the test compound that 
modulates the target polypeptide activity as an enhancer of insulin secretion. 

17. The method of claim 11, further comprising a step of identifying the test compound that 
modulates the target polypeptide activity as a therapeutic for treatment of insulin resistance. 

18. The method of claim 11, further comprising a step of identifying the test compound that 
modulates the target polypeptide activity as a therapeutic for treatment of obesity. 

19. The method of claim 1 1, further comprising a step of identifying the test compound that 
modulates the target polypeptide activity as a therapeutic for treatment of diabetes. 

20. The method of claim 1 1 , wherein the target polypeptide is an isolated polypeptide. 

21. The method of claim 11, wherein the target polypeptide is produced by a process 
comprising culturing a recombinant host cell, the recombinant host cell comprising a nucleic 
acid encoding the target polypeptide, under conditions promoting expression of the target 
polypeptide. 
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22. The method of claim 21, wherein the nucleic add comprises a nucleotide sequence 
selected from the group consisting of: 

(a) SEQ ID NOi2n-l, wherein n is an integer between 1 and 85; 

(b) nucleotides encoding an amino acid sequence of the at least one domain of 
SEQIDNO:2n;and 

c) a nucleotide sequence encoding an amino acid sequence selected from the group 
consisting of SEQ ID NO:2ii, the amino acid sequence that is at least 95% identical to SEQ 
ID NO:2n, the amino acid sequence of at least one domain of SEQ ID NO:2n, and the amino 
acid sequence that is at least 95% identical to the at least one domain of SEQ ID NO:2n. 

23. The method of claim 1 1 , wherein the target polypeptide is produced by expression of a 
recombinant vector comprising a nucleic acid, the nucleic acid encoding an amino acid 
sequence selected from the group consisting of SEQ ID NO:2n, wherein n is an integer 
between 1 and 85, the amino acid sequence that is at least 95% identical to SEQ ID NO:2n, 
the amino acid sequence of at least one domain of SEQ ID NO:2n, and the amino acid 
sequence that is at least 95% identical to the at least one domain of SEQ ID NO:2n. 

24. The method of claim 23, wherein the test compound is combined with the target 
polypeptide in a mammalian cell grown in culture. 

25. The method of claim 23, wherein the test compound is combined with the target 
polypeptide in vitro. 

26. The method of claim 23, wherein the nucleic acid comprises a nucleotide sequence 
selected from the group consisting of: 

(a) SEQ ID NO:2n-l, wherein n is an integer between 1 and 85; 

(b) nucleotides encoding an amino acid sequence of the at least one domain of 
SEQ ID NO:2n; and 

c) a nucleotide sequence encoding an amino acid sequence selected from the group 
consisting of SEQ ID NO:2n, the amino acid sequence that is at least 95% identical to SEQ 
ID NO:2n, the amino acid sequence of at least one domain of SEQ ID NO:2n, and the amino 
acid sequence that is at least 95% identical to the at least one domain of SEQ ID NO:2n. 

27. The method of claim 1 1, wherein the target polypeptide is produced by expression of an 
endogenous nucleic acid, the endogenous nucleic acid encoding an amino acid sequence 
selected from the group consisting of SEQ ID NO:2n, wherein n is an integer between 1 and 
85, the amino acid sequence that is at least 95% identical to SEQ ID NO:2n, the amino acid 
sequence of at least one domain of SEQ ID NO:2n, and the amino acid sequence that is at 
least 95% identical to the at least one domain of SEQ ID NO:2n. 

28. The method of claim 27, wherein the test compound is combined with the target 
polypeptide in a mammalian cell grown in culture. 

29. The method of claim 27, wherein the test compound is combined with the target 
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30. The method of claim 27, wherein the endogenous nucleic acid comprises a nucleotide 
sequence selected from the group consisting of: 

(a) SEQ ID NO:2n-l, wherein n is an integer between 1 and 85; 

(b) nucleotides encoding an amino acid sequence of the at least one domain of 
SEQIDNO:2n;and 

(c) a nucleotide sequence encoding an amino acid sequence selected from the group 
consisting of SEQ ID NO:2n, the amino acid sequence that is at least 95% identical to 
SEQ ID NOr2n, the amino acid sequence of at least one domain of SEQ ID NO:2n, and 
the amino acid sequence that is at least 95% identical to the at least one domain of SEQ 
IDNO:2n. 

31. An antibody that immunospecifically binds to the target polypeptide, 

wherein the target polypeptide comprises an amino acid sequence selected from the group 
consisting of SEQ ID NO:2n, wherein n is an integer between 1 and 85, the amino acid 
sequence that is at least 95% identical to SEQ ID NO:2n, the amino acid sequence of at least 
one domain of SEQ ID NO:2n, and the amino acid sequence that is at least 95% identical to 
die at least one domain of SEQ ID NO:2n. 

32. The antibody of claim 31, wherein the antibody is a monoclonal antibody. 

33. The antibody of claim 31, wherein the antibody is a humanized antibody. 

34. The antibody of claim 31, wherein the antibody is a human antibody. 

35. A method for identifying a potential therapeutic agent for use in treatment of a 
pathology, wherein the pathology is related to aberrant expression or aberrant physiological 
interactions of a target polypeptide, the method comprising: 

(a) providing a cell expressing the target polypeptide and having a property or 
function ascribable to the target polypeptide; 

(b) contacting the cell with a composition comprising a candidate test compound; and 

(c) determining whether the test compound alters the property or function ascribable 
to the target polypeptide; 

whereby, if an alteration observed in the presence of the test compound is not observed when 
the cell is contacted with the composition in the absence of the test compound, the test 
compound is identified as a potential therapeutic agent; and 

wherein the target polypeptide comprises an amino acid sequence selected from the group 
consisting of SEQ ID NO:2n, wherein n is an integer between 1 and 85, the amino acid 
sequence that is at least 95% identical to SEQ ID NO:2n, the amino acid sequence of at least 
one domain of SEQ ID NO:2n, and the amino acid sequence that is at least 95% identical to 
die at least one domain of SEQ ID NO:2n. 
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36. A method for screening for a modulator of activity of or of latency or predisposition 
to a pathology associated with a target polypeptide, the method comprising: 

(a) adminis tering a test compound to a test animal at an increased risk for a pathology 
associated wife the target polypeptide, wherein the test animal recombinantly expresses the 
target polypeptide; 

. (b) measuring the activity of the target polypeptide in the test animal after 

administering the test compound of step (a); and 

... 

(c) comparing the activity of the target polypeptide in the test animal with the activity 
of the target polypeptide in a control animal not administered the test compound, wherein a 
change in the activity of the target polypeptide in the test animal relative to the control 
animal indicates that the test compound is a modulator of activity of or of latency or 
predisposition to, a pathology associated with the target polypeptide; 

wherein the target polypeptide comprises an amino acid sequence selected from the group 
consisting of SEQ ID NO:2n, wherein n is an integer between 1 and 85, the amino acid 
sequence that is at least 95% identical to SEQ ID NO:2n, the amino acid sequence of at least 
one domain of SEQ ID NO:2n, and the amino acid sequence that is at least 95% identical to 
the at least one domain of SEQ ID NO:2n. 
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